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3 (57) Abstract: Antibodies against TRAIL-R1 and TRAIL-R2 having at least one characteristic selected from among the following 

~ (a) to (c) or functional fragments thereof: (a) having an activity of inducing apoptosis of cancer cells expressing TRAIL-R1 and/or 

^5 TRAIL-R2; (b) exerting no effect on normal human cells expressing TRAIL-R1 and/or TRAIL-R2; and (c) inducing no injury on 

~~* human hapatocytes. 
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m m m 

MTRAIL-Rtn:#: 

^mmur^ h-'>xfdii#-rs«fflj3am^T?*s trails^ 1 (trail-rd 
muiismm (trail-r2) ^mm-t^mmn^m^ ctrail-r) tftmzm~?z>o 

£ BlZ^mmU, ^RAIL-Rta#:£^j£#<hT&, TRAIL-RSr^Si L-T V^l&ffl 

X<Wk£tU mmm£mM?Z't:3b&WL?£ (^n — ->X) tteEBiJ^n^ [Kerr, 
et al. (1972) Br. J. Cancer 26, 239 #flg] „ T^h-^XWu E^4>U> 

ton, S. , et al. (1991) Cell 66, 233-243#M] D 7^ h-y^(:iD«i 
h — DiiSntb^^i:, AIDS. 7;i/^/W x-— -Iff , /\°-^>V 

im^M^-n^ #fgMfc-jE, n£^&&3tiftu 

&MKataoka, S. , et al. (1996) The Oncologist 1, 399-401#ee] „ 

£U ftHft©fe©tbt, myc, bcl-2/^2©-®3f{5 J ?^, p53& £©ISjr[10Mfc 
^^7# h—>7 0^}CSfcoTVi5 2:t^it$tlT^5 [fi-W^SPB (19 

93) mmm^ 11. n, 2324-23280^] „ ^ittymtitu {b^^&^j 

94) mmm^ 49, 6, 1 152-1 i57#M] „ 
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^»J;5fe7#h-yXti41-|)^tLTH HI^Hf-a (TNF-aK 
mmWfcm^-P (TNF- j8 ) . Fas 'J # > K & £ ©JMM?E Eh? 775U- (TNF 7 t 
5U-) fcMTS^-T^IWIg^nTV^o TNF-aSOTNF-13 ^JSjfflJStT^ h — 
vX£i^T££cD$g£/^&§ [Schmid, et al. (1986) Proc. Nat l. Acad. Sci. 83, 
l88l#flg;Dealtry et al. (1987) Eur. J. Immunol. 17, 689#M] „ ^^X©Fa 

sx^Fasu #> ^ (D^mmmiL&^fi&MmMxm&m.'r z> zl^b, Fasu # 

t&£&oTV>S££#^<^ige£nTV>5 [Krammer, et al. (1994) Curr. Op. I mm 
unol. 6, 279-289#M ; Nagata, et al. (1995) Science 267, 1449-1456#flg] . 

Fas^# mmizm^T^Y^^-T,^^ T: ./ $ n — -y MKfa & , mm 

M IZtt L TTNF- a £ |WJ@S<D T # b — X Sf £^"T H <h 7^fE^ $ tlT^ § 

[Yonehara, et al. (1989) J. Exp. Med. 169, 1747-1756] „ 

irtty^t;^fs»bTV^o TNF7 7 5 U — £^©^^#Wtt££u" S tlTfe 
TNFl/t7^-775U-^tim$n?)o 

tnf y^- y 7 ^ u-^SH^a, *hss^- K^-r >©->x^-r >u y-^^ic 

asSOTNFRHi> ~> a ^ 3 17AX g&il^f reaper [Gols te in, P., et al. (19 
95) CelL 81, 185-186#M ; White, K. , et al. (1994) Science 264, 677-683 

^;WK^Kl^^©i!^«£ft(;r#^ 0 FasOSfe-fbte* H^-i' >£^tr 
T ^ 7° ^ - #^FADD/MORT 1 © £ b , F ADD/MORT ltg-p LTV^^X^-f 
(C as p as e) -8 ©TS'feft; £ 51 & S £ To fitttfb L- # X A° — if- 8 ^ D T ffi © ts X 
A - if £ M ^«f±-fh b , ft^KlM^T^ b->-X^£3g< [Nagata, 

S. , (1997) Cell 88, 355-365#M] 0 

|ff^©y^ h-vX^?^^-r§TNF>-7$ U-^^^^n^o Wiley 
B [Immunity (1995) 3, 673-682#M] K3u ["TNF Hi at T # h - yXl 

3£U#>FJ XtefMK: TTRAILJ t^^bfeo £©^«£7c, rApo-2U^J> 
Fj Xtt TApo-2Lj tfeiffitlTl^ [Pitt, R. M. , et al. (1996) J.Biol. Che 
m. 271, 12687-12690#M1 o {gfi-h, d ©^TOTRAIL^ VT^mmm^TfeW- 

2 



WO 02/094880 PCT/JP02/04816 

inters. 

tis (MAfc£, fl^fli, flf, H&3£JliL B&JiL IPl, /hfli. tx)3§, *«iftiU>A 0 3t. 

HUD o -€-UT^< ^^©HHMtt^^UTtS^W^fe^^n^. TRAILS. 

t)#^{C-¥-< h — z/X&MmaS'mfr£^& ^ife,-K^nTl^o [Marster 
s, S. A., et al. (1996) Curr. Biol. 6, 750-752#fi3] „ 

TRAIL ©S^f*^ IT, JJffiTT^S^©^>A°i7H^IUS^tlTV^o TRAIL 
-Rl (DR4£*>^-5) 2&tfTRAIL-R2 (DR5<hfc^5) £ \Z^X 

F ^-f > ^Ifflflg 1*1 o £ £ i&*?gft $ tit S. TRAIL-Rl (Dtfc&Mtfa \$MM, 

mntii&MM, /Mi, mm&^&t h(D^<(Dm.m*-vm®t>n% 0 trail-r2© 

nTHS [Pan, G. , et al. (1997) Science 276, 111-113#M ; Pan, G. , et al. 

(1997) Science 277, 815-818#M ; Walczak, H. , etal. (1997) EMBO J 16 (1 
7) 5386-5397#BH] „ 

TRAIL-R2 \z nmRM7, 7 7-fy>^ (alternative splicing) VZ&.&2 ~D(DWM 

m.B^nx^^ [Screaton, G. R. , et al. (1997) Curr Biol 7 (9), 693-696# 
M ; Arai, T. , et al. (1998) Cancer Letters 133, 197-204#M] = 

mm%.Mt b TRAILS TRAIL©|ffllS^®^^&7^§|I^x.^>A^MT : &D. 
^n^^^#ffi®CDffi|ffl|g^y# h-y7^1it5 £ ^«$^Tt^ [Gr 
iffith, T. S. , et al. (1998) Curr. Op in. Immunol. , 10, 559-563#HB] » 

^BlZ, |§.^x.Mt b TRAILS t b <D;^fl§ffilfflJlS;&^?L;lSiBI&£ffl 
T ^ X ^'jbTr^jJjl £ Slt^o [Walczak, H. , etal. (1999) Nature Medici 
ne 5, 2, 157-163#bs] 0 HUD < W¥U^y°^~ 7 x a U — izMV. Ttfb — is 

xmmmf^n^m- a ^Fas u d , trails v^ris^ - & -r 

+f;KDIE^aii^^LTfS$^#^§ £ fcte&jfcofc [Ashkenazi, A., et al. 
(1999) J. Clin. Invest. 104, 155-162#M] „ 
Z. n B (DU^ \z «fc V) % TRAIL M^SKW K:«&?E£i§ Sgf & t^x. e» 

trail 0 s§f* teiEM j& \z hmm i/tfe?) siiRft (D mm mmu w- & $ n 
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Tt^l^ ilffliAt h TRAILS t hIEmiT^SIfflM^7# r—>X 

^it5Jlt*^$n [Jo, M. , et al. (2000) Nature Medicine 6, No. 5, 
564-567#EH3] , hhiiIi{;fe7^h-yX^Iit§^tm$tl 
[Nitsch, R. , et al. (2000) The Lancet 356, 827-828#M] . JFFJlMr 

i — vx^^-r^r^-x^ ^ ^^ifLFasK#«> 4m\zmmm^m'& 

^T^MIS^i§««#t^^/fepgMi UTSiS ^?@^\ TRAILS t h LISIH 
p^tLTtffitSl^^g^tttllFnW^^^^nfc [Nagata, S. , (2000) Na 
ture Medicine 6, 5, 502-5O3#hhj „ 

TMiLcDmmizm^&mmttmmfe^^mz, Mx.TRAiL^>A°^n©a 

StMbT^S t®fg^feai$nTV^ [Lawrence, D. , et al. (2001) Natur 
e Medicine 7, 4, 383-385#bs] ^\ fl m TRA 1 L ^ > /\° ^ ® (D ^ ^ ft « * tzM^t 

tifc [Ichikawa, K. , et al. (2000) International Immunology 12, No. 4, 55 
5-562#bs] „ KtmmW&ffimiste^Z- t^«f&$nfcM^MFasU;tf> Fte£n 

T£>£-f\ ^J^^TRAIL7^^^M^M75:^±^^fc«tt(D^V^T^r:xy-^ y^iri 
# 3? # T # § ^ -5 7^3; ^ ^ T « ft V i . 

TRAILS, TRAIL-RlSf b < &3:TRAIL-R2XW: £ ^ ©M^tfffl tT7^ h — 

KlTRAIL-Rl/R2itiRtt ^# JDf 5 Z. t. TBTIS ft^HJ® it -5 ^ £ 3 ^ 1 1^ 3 
* £g f d 3t o ^ £: ft $ n T V > ft V 



3&fti&^g:£ft3o iMx.§at: mrailku^t^ i — ^xmm&i¥mmm h 
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fim<, ffim^<D&m&&ft^ii^ 5 ummmt^xmz^mx-fo 
nmmmmfim'>T%z.tx\ mi^mcommhM.^z.t^x^^o mmwmm 

^ibll§o b^feTRAIL©S§#^M-rsirLf*TSn«\ f&$l*-Mt: h TRAILS 
h — If Sffftt '3 <D ^# e>ti§ Bit ^|§ o 



*^BJcD^l©gK)«, t: hTRAIL-R13&rJt/X«fc hTRAIL-R2^Sg-&"C^, iffifB 
§HMLT#iK)t7# h—>X£Hf Ii7 L k h TRAILS >/\°^M 

mmmm fc#Mf£jaai©™x ra^ag^i £fs#rr 5 £ t tc & 5 „ 

^H^^te. fc L TRAIL-R 1 R ZSmz Z> Kf* (D#ISi:rib T#&it ffl?2 b 

z^zc-y^^ry^^^ bTRAIL-RlX«R2X&^U X 7 ^7 n —j-)]sffifc<DMlglZ 
&^xmm%nT^Zfr—7 — J&Tf*)Vis^?^>£<D-%fe[{im) Nature 256, 
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495#bsj £ Jl V> £ £ £ «£ 0 , fr^TRAIL-Rl^^/X«TRAIL-R2^|§^t-§ ^ J 

u-i-MTii^ %miz j5jc$ti b 0 fit, ^©iffM^&y ^ □-^;v*rc#:i^, 

^l!Hflaco^M^fe^TRAIL-Rl]^^VX«R2^M^bT^Mj]aii#SK)tT^ h — > 

(1) TMIL-RlR^/X«TRAIL-R2fCj^^TS^#:X«-?-0*i^e5j©fjt- 
±i3^#:Xte^<Z>$ggl$®rtf-te, -KT© (a) - (c) S31fcJmS4>£ < ife 1 ^ 

© 14 H & W f *> © X & S o 

(a) TRA I L-R 1 R tf/X teTRA I L-R2 £ % il b X V> § -g IB M 7 # h - v X £ M 

(b) TRAIL-R1S. /X teTRA I L-R2 £ ^ S3 b T K § t: h IE S IB » J£ *P £ S. £ $ 

(c) t MTiiiBiafg-s^if^b^^ 

^^W-^^Xte:, _tfB<7> (a) — (c) <D&X<D&W& : g'TZ>ffifcXfe J £<DffiMfQ 
llfjt^f SbV^o ±IB(a)~(c) ©^&< £fc 1 ^©teM£^1-£^#Xfc£ 

^©^igWlfrJtX$>oX, ® TRA I L-R2 1 -a T-S ^TRAIL-RHz: H^-p LS;^ & 
<D. 35S^li(2)TRAIL-R2SmRAIL-Rl<DM#fci!g-g-TSfe© , b, *f6^©|n;#X 
© it f g l$ ®r fc:^ £ n § o 

(2) ±mtrim^ T^X-T^XA^yj H--?, #iJxJiE- 11-13, H-48-2, L-3 
0-10. N-18-12, W-40-5, X-14-4, X-51-12, F-4-8 , G-3-10, 0304X«KMTR1^ 
£?)m^Zn&^ / ? u — 3-)Vm$-Z:for) , b h^f$X&££t#W3;b^ 0 E- 
11-13, H-48-2, L-30-10, N-18-12, W-40-5, X-14-4. X-51-12, F-4-8, 0304X 
teKMTRHc J; QM£.%tiz>=Ey ^u—j-)iiji^(D^^yl-±^^Jifuy^j >G(Ig 
G) Itffe t) , G-3-10K: «t Di4^tl§^7 ^ p — -j-)Vm%-(D$?^ 

7*'J >M(IgM) "X, ±fE/W:/U F—x-cD 5% H-48-2, E- 1 1-13. F 

-4-8, L-30-10, 0304RtXKMTRl«^-n^tl|lI^^fe$nT^D, -M^fE'lf fgte 
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-a W> 




W bTj p 




H-48-2 


FERM- BP-7599 


2001^5^ 18 B 


Wri- T"rr iu-t-. c-/r- tl- 

xw^t? < frsHfm 1 T 
@ 1 1 ft'-ftfg 6 ) 


E-11-I3 


FERM BP-7698 
FERM BP-7770 


2001^8^ 8 B 
200m0i3 11B 


F-4-8 


FERM BP-7699 
FERM BP-7768 


2001^8£8B 
2001^10^ 11 B 


L-30-10 


FERM BP-7700 
FERM BP-7769 


200 1 ^8 M 8 B 
2001^10^ 1 1 B 




0304 


FERM BP-8037 


2002¥5£ 10B 




KMTR1 


FERM BP-8038 


2002^5^ 10B 





ilitLTH, ^II^IHiaColo205, #«fifi*U251lfflMX»TMU >/1 
ffiE&3fUurkat§BM£^f e>n, Jin 6 COM© ^ 6 jlJCSfcftiS „ 

(3) *^Hj3©lrLf*X«^(D^fgW!|lfjt^ M!fc7. 5xl0 4 ^^jSBtW24BtF^CD 
f^fMc&^T, b hBT$HJiafc&t"3LD50ffij&S0. 01 m g/ml^Jn, L < teO. 1 g 
/ffllKl, ££K:£P£L< te2-10jLtg/mK £ £ b < telO-100 m g/mk **> 
£?£k< ttlO/ig/im± (M^-^lOO/zg/ml^Ji) T?&£>„ — ^BJcDK-f* 
X^^©^fgKJ»rH-«, *fflJ3S£!c2. 5xl0 3 5:^MJS3f W48B#WcD^#^*5 V^T, S 
IHflS (M*-fcfColo205*IHJ©. U251ffflMX«JurkatM) -5LD50fil#n00 /z g/ 
ilHT, ff£L<aiOMg/ml^T, i;^SKttO.?/ig/iil^ 

V< m. 02-0. 11 m g/mK lfeff^Ktt0.02/ig/ilfilT-efe5 o f bl, 

it7. 5xl0 4 ^^lSBtH24ff#P H 1^^3^^ t hMHSfc^-r^LDSOffi^^-lOO/xg/ml 

fife 7^0. 02-0. llMg/ml^^^ll^i±©K#;X«-^(Z)^fgK)ifit^*^0J^^3ViX 

(4) *^9)!©$T;#:X«-^©afgWlifit«, ,Mi£7. 5xl0 4 ^^SJ^B#P^24 
$fffl\z&ft%> t hffFIH)lS^^-r^LD50fit^\ |iBJ©gfc2. 5xl0 3 ^^\Rj&BtFe1 48^53 
^^^5i)®IH^^*i-r§LD50fi© 2<fg£! 1 ±. £?£k< telO-f&J^Ji. £D£?£L< 
KfcSOtekU (f!l^«50fg-100j§) , ££K:^£k< tel00<ftm_L (#|;Lfc£l0(Mg-2 
50j§) , ££K:$i?£b<ki25(tfg-100(Hg, ^fc^£b<m0(HHg£Urr&£ o 
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(5) -zbiz, ^mmcDmfcyLiz^vmmmwTfcte, mm mz-Uz-wvxiz 

S»/>fe<tfe9 0, Jf?£L< K£4>ft< tfellH, £ £>lc:|ff£b<te4>&< 
£&130T~$>D, &T4>ft< £*>30B, 4>&< £fe6O0©Jim?£b<, itfe£? 
£b< «y>ft< £&12O0-r$>£ o li^tlMSfetft^ 

0. 1 m g/body (5 m g/kg) —100 m g/body (5mg/kg) T$> 0»J£.fc£, bTlOO 
Mg/bodyXtt5mg/kg, b < te20 m g/bodyXtelmg/kg, «fc D£F£ b < te4/Ag/b 
odyXS200MgAg, $ 6> £ b < tel Mg/body3Ua50/zg/kgT?&§ 0 &tc* 0.5 
/ig/body (25m g/kg) ^S#bT feck i£#gtJ5£: bTte, 1 0 1HJ-3® 

(b) 100mm 3 ©JB^^#T§ 4— .6®^©fi0^ T >XfC2O^g/^^XllS(#:©? J S 
(c ) 100mm s ©JBS&£*T£> 4~ 6 MI£©ffi;ffi^^;UC20 m g/^Xf@#:©?* 

tcii^t^. ^©±i-a-, ^p±§f8 o %£k±<Dnmom'h%:'pt£< t &4 bh}# 

(d) 100mm 3 ©M£WT^ 1 2 25 jLt g/V>X{0#:cD« 

(e) 100Dim 3 ©JB*^#t"^ 1 2 MfpCDtl-JS^X fc25 a g/^^Xf@#:©?lS 
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zttf'e^% 0 z.(Dmti, ¥±^6 5 % tA±(Dmm ^ t& 2 1 u urn 

hm, u >ak, T*Hiau>/^«, ^tt#itjg, was, =j- 

Kis, ^mis, ipmffi, mmrn, mmmm^±^m, &.mm, m 
s&s, tn&B&, m^m, mmi&, wmi&, ^£5§yi, ^ttEi, ^p^m^ 

m^m, mwl&m, mxmmm, wmnm. mmmmm, m^m. nm&m. 
(6) mmm^ri 7^zsi 9t^n^$n§, f — 

5 j&z$2 1 \z.^Mn^nz>, a-t f — 
xasa^ij#-%3 3 %.z$3 5 t^n^n^sns, a-t f — vkmtrkd^^t 

§ *ri{« ©lit ISf Jt „ 
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2 8&d^3 o ic^-n-^n^n-s, a-t F-^o304^e>«$nfc;raiB#i 
n^$n§, A-r^u h - v kmtr w^w^nfcgi se m k n - k $ n s 



(7) E-ll-13, H-48-2. L-30-10. N-18-12, W-40-5> X-14-4, X-51-12, F-4-8 G- 
3-10, 0304&t£KMTRl^£&£f¥^ Bilkfn§, TRAIL^tCjSg^t* S ^ J Z n - 

(8) ffrfBA-r mzn&mmmfrBTuii-n\zffi&T%tnfe 

(9) tufBA^^U h*--?)6^ty ^P— ^;^f*£3~FT£Mfc^£«b, 
^/^D-tJl'RfMtL!!?), #^nSl&±, ?g3£©i§Jt_t?f Xtete©^ v 

m'Wjfrzmnii-m^ysj D-tM#^s$t§ ^ ^ £#f&^-r^ ktrail- 

R2^E 7 ^ n-^^©^^,. 



(10) tu fBirE^X « ^ ©Hig#J®T it £ £ L- T^-#tT £ , . 

mmm, t^ss, tki^ii^s, $mm, mum, mii^M^i&s, 
&jt&> m^m, miLMm, m^m, mm-m. mmm. %&5mm, stEi, 

ifi, jftL^B, fflM^B, m^Hj&jg, wmmmm, mmmmm. m&m. 
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B#fFtB]H2001-150213^- (2001^5 R 18 0 fcbSS) , 0 *ffl#fF{±ilI!200 1-243040 
(2001^8^ 9BtBM) ^^0*HI#f^tHJSi2OO 1-314489^- (20013U0J3 11 H ffi 

t5gtt^*Si:iai^$nT^5 [Griffith, T. S. , et al. (1999) J. 
Immunol. 162, 2597-2605#M ; Chiintharapai, A. , et al. (2001) J.Immunol. 1 
66, 4891-4898#f!i] o L#>L&#*£>, d tl & ©fcifW^X E&5fe© ODTr & § „ 

nmm iz^ir & mm\$. \z -d ^ $n§ 0 

IK^Htfc. ^^©ir^t: btrtTRAILH^y # J-)VtfimZ. t ME 
^■|ailiEti*©lffliafcMbT(7)^^:e>-r\ ifiMt: h TRAILS 7 >/^St<tl>l§ 

£#^PJiUfc 0 ^^W^te. ff^feiTRAIL-RZ^Ey ^U — ^-;VStl#:^1x#T§^ 

MOUTH:, T^fctUjil^tlTV^o 
MirC'ffc iL-THi'^y ^D7 S, J >G (I gG) , |WJA (IgA) . [WJE (IgE) Rtf^M (IgM) (D 

^•TncDm^TMizm^zn? 5i3migG5&*cfc o^Jt-e^-So 

1. TRAILSOT©^ 

*5gBj§©K#:teU JMS^EH^ (TNF) HalT^ h-yXli U > H (TRAI 
L) (D&mPf (TRAIL-R) lzMTZ>ffifcT& 9 , 0TRAIL-R1 IdSJ^TS^, (2) TRAI 
L-R2tKiST^irLf$, SlWDTRAIL-RI tTRAIL-R2CDM#^HJiSt-S^:#:^#fef 
:*^PJ1T«, (D©*tl^& r^TRAIL-Rlirif^J , (D^^(3)(7)in:#:^ rtrCTRAIL- 
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R2#Ef*J tl^^tfefc§„ *BJIH«t^t/^XTRAIL-Rli:TRAIL-R2(7)M^ 
(7)TRAILg§#:&^S:^^^-^i±Tf^3il-r§±l^S, rTRAIL-Ri;&tfR2j £^"5 

m^tz mm^mmmimM.) , TRAiL-Ri©f§?i^^-^ trail-^cd^j^; 

^WtC^ltS r^{*J tS, MfBfc^bfccfc^&t: h TRAIL-RIB: tfR2303: 

Jt r^S^WirrltJ irC#(D— (tfl^lfrJt) T$.oT, JfCfls:©^ 

JI^©f^^<l:lo£A±^*r St>©*iSc5feb, MfaWlzm (ala') 2 , Fab\ Fab, 
Fv, y^^7Y F^-g-Fv, — *ilFv (scFv) , SO^nS^ffi^fr^^f i^ns 

(D.J.King., Applications and Engineering of Monoclonal Ant ibodies. , 1998 

T. J. Internat ional Ltd) 0 

*f£BJ©£rL#<LbTte, ^kIi © HM^iJ 7 KlfBic £ n fchTRAIL-Rl 

#SW^S*Ali (site specific mutagenesis) ^rffi ^T5£?£ U iAt§ 
^5 (Proc Natl Acad Sci USA. , 1984 Vol81:5662) „ £fC{*£ 
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— ^M0^I§Ctt£i£a63;fca&©M^&$Jfl (iifl bovine serum album 
in#) <h©i£^£, i^M^JSCT^^I^^J (7D<>F0^X(i^7 

hnf?LK#I^^^T§ 0 t: MRAIL-Rl^rn — Ft^Ifi^ Xttth 

TRAIL-R2£rn- FTSjt'fr? £»A U TRAIL-RlX^TRAIL-R2^lfflfeSMfciiSiJ 

^^^bx^ott^MJia?rK^-T^ detect d, v&mmit&ft? ^ctas-e^s. 

G23UlIgG4f^}HT^ ^ttli tK Fc l/t7" ^-^^T§^-^JS©f£V^irL#:^^ 

& % «^ © J; -5 &gB^J £r^T^> ^MB^J £ £§-&T ^.^tti^ Fc 1/t 7° 

— h\ -f v hU7A, >WJ*. -T- ^ ^ tf- ^7 A ^ (DMcM'^mm (J. W. Goding, 
Momoclonal Antibodies: principles and practice., 1993 AcademicPress) . 

-T h^-f * ~>>^©<fc^if?ic^J (D.J.King, Applications and 

Engineering of Monoclonal Antibodies., 1998 T. J. Internat ional Ltd. ; M. L. 
Grossbard. , Monoclonal Antibody-BasedTherapy of Cancer., 1998 Marcel Dek 
ker Inc) , ^Blz, Maytansinoid^©:7° n H ^ -y if (Chari et al. , Cancer Re 
s. , 1992 Vol. 52:127; Liu et al. , Proc. Natl. Acad. Sci. USA, 1996 Vol.93: 

8681) uE^m^-^^:^ r. tizjz vmtz E&mm.cDmwM^^ ztemffi-rz £ 

13 
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AIL-Rlld tt^-g- b ft: © £MT Slgm^t ffFMM 

$tt£Wbft^*fgBJ©K#:teu TRAIL-R2^-£rb, TRAIL-RlKlte^b&lv|4 
W&^T&&CDlzm/£-£tL&%CD-Tl%?ZlK 

^mmiz&^T, ^j.z u—-±)vm%-(Dmit\z&fz.-D-cu, TfB©ft^x5g£ 

*p«f§X@, (3) #HffijjffljjS (&T r^xn — £^5) ©PS. (4)K# 
It^lESt!! <b 5 x.n — TtoiSSln, (5) IWc!:t§Kfr^gft§A^^U F 
-^©SSU, (6)^— SfflJfe^n — >^cD^fJ (^n-~>/f) , (7) 

xtt, ty^ u-^)Vffifa&j:mizmm-tz>Tc#)<D/\^ y*v ^©j§^ ^ 

/W^U H— ^SfitbfctJj^MW, (8) ^©cfc-5 tcbTSajt^tifc^y 
-^-;i/^^©^SStt^lX-?-©IS#^'l4©^f^ &S^te#ffira<hbT©# 

iftfr©fi & « £ n \z fffU IS $ tl T\ MX.^J»HHJ!a^6Diri#:^^«fflJ3a 

(l) in:^©*»© 

irt^tLTtt, b hTRAIL-Ri;&0^2©fBO&^« t b MgG©Fc«i: ©i!^ 
^>/^H ( Jil T TRA I L-R 1 -hF c S: '(SIM I L-R2-hF c t ) & m^Z> Z. ttfll^ Z> 0 
TRAIL-Rl-hFcRlXTRAIL-R2-hFc^, TRAIL-RlXteR2 <b b MgG©Fc1«i: ©M^ 

DIfTt§o ALEXISa^^&TfTlK$nT^^TRAIL-Rl-hFcS:D?TRAI 

14 
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TRAIL-Ri;&tfR2(E>— Jfcfgjite&ftlT&S [Pan, G. , etal. (1997) Science 276, 
111-113 ^Science 277, 815-818#{$ ; Walczak. H. , et al. (1997) EMBO J 
16 (17) 5386-5397#M] ©T\ Slg^fcJl $33© 0 , TRAIL-R1MR2© 

MltbTH fc hTRAIL-Rl&^2©^fi^SlttftM^©^7, 
-f >RZS^^ ><£ DC*£i#j©7 5 /Bt^l^fct: h TRAIL-R1S.IXR2 m 

T rTRAIL-RmiKR2deltaj £\,*t>) ^T^miM,^? ^-pEF-TRAIL-Rldel taS 
tfpEF-TMIL-R2delta£L929JfflJ3&fcrSAb, *HJ®^® tc:TRAIL-R135:tXR2del ta&ig 
3?|J b T IB J1& & ^ & £ „ pEF-TRA I L-R 1 d e 1 1 a2& iXpEF-TRA I L-R2 d e 1 1 a 

te, -eti-^ti, t MRAIL-Rldelta^>A°^K^n— K-TSDNA&tf MRAIL-R2 
deltas >A^R£n— Ff£>DNA£, lillfflil^^ ^— pEFneo [Ohashi. 
H. , et al. (1994) Proc. Natl. Acad. Sci. 91, 158-162#flg] lzm&&*5Z.2i 

&£:b, TRAIL-Rl^I/R2&n- HfSDNA, ?I3e 

=Mfcl$fc:fci\ pEF-TRAIL-Rmr/R2deltaT-L929lffl|g^?PMtemLT#e.nfe^ 

n^nn&mmv, pEFneo^ 2$— a $ n-/tm m \z mm snz^vc 

^^^irLTRAIL-RmrXR2^U ^ n-^-;PKf* (DAKOftgg) 
7cTRAIL-RlR^R2deltafgii©5SII^^g^, t hTRAIL-RlSOT2del ta£^<D|ffi 
flS^®^jMfJfc:^igbTV^L929IHM^^M-r§ Jlt^fS. 

(2) 3^jg£|EJ&©SS®:c@ 

(1) -e#&nfeirClMt, 7 > F O^it I < IW^i7 y a/t > h , XH 
# U 5 a^A>©«fc5fcg&£!l££il'g-b, M^tbtMiCMt?). H 

^X#*ltfc^3Ifc:JB^£>ft§a*, -ecDcfc 5^^^X^m»e>©3tfc [Tomizuka. 
et al., Proc Natl Acad Sci USA., 2000 Vol 97:722] KrfB®£ tlTl^ „ 
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iftifxufi^ait^f £ b ^ o 

lEfltft, &Zfimft<D&Wjfc<D^tfe&fc£<Dm&fr*>. RIAtiXteELISA&T^J; D 
jlx&^o 

^^JiiKicfc Df?5 ££/^Xit§ 0 £t\ iSX^HSLfelll^k hTRAI 
L-Rl^t/R2&ELISAffi96^yi/— hf ©iffliffltPlf St, £ £» Id trC 
bT^&V*@*B^®£tfi;]iC£ftlBi^;&^ >A°^5f. ^A.a^yM7Jl/7^ > 
(I^T TBSAJ tl^) tiDlV^ iSI^^M, — t bT^pg^JK 

(3) 5XD-Y©iSlg 
5in-7tlill v^7^, 7yf, W^f^ AAX^- Olt^XW: 

— m.mzu^vxfrB%Bntc.mkmm, m%.\£&-7*?tf7~>w&'wx (ba 

LB/clilJfO 5XD-^^P3X63Ag8U. 1 (P3-U1) [Ye It on, D. E. et al. Current To 
pics in Microbiology and Immunology, 81, 1-7 (1978) ] , P3/NSI/l-Ag4-l (N 
S-l) [Kohler, G. et al. European J. Immunology, 6, 511-519 (1976) ] , 
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Sp2/0-Agl4 (SP-2) [Shulman, M. et al. Nature, 276, 269-270 (1978) ] . P3 
X63Ag8. 653 (653) [Kearney, J. F. et al. J. Immunology, 123, 1548-1550 (19 
79) ] , P3X63Ag8 (X63) [Horibata, K. and Harris, A. W. Nature, 256, 495-4 

97 (1975) ] ft££m>5££#£p£bv>„ z.n^(Dmmmt, mmf^mm, 
m x. m-r -tf ^ r - > mm af)v$^ >, MW7>x^;-jk *f>$^^ 
^yjkTS^^m^mn (skt tfcsj h^-o) ^m^r^RfMi-iuommi^-y-^^ 

T" >^jJB^-feig±fi] , ^X3 7Sf^K7 3M (Iscove's Modified Dulb 
ecco's Medium ; riMDMj <h^~5) , Xte^Ol/^ v rn^^-Y — if)Vmm (Dul 
becco's Modified Eagle Medium ; J^T TDMEMJ <ht^~5) Tilf^ig^l-^ ^\ IB 
MI^©3~4Btfr^IE^±§±& ($J;U3:\ 10% FCSS^tTDMEMJgifi) Tflftig* b, 
^ 0 2 X 1 0 7 ^_h © 10 m it & 56& b T 43 < 0 



(4) mii!-£r 

ffl#©V>Tn©^ft;&>£>#T ! k«i:<, — flgfotelp^ U >/\°®k H*)L 5fc#t 

(3) -r# e> n& 5 x n $ u § 3^ h b xm^m & — m w icf? tix ^ 

m (i^T rpBSj Ti<»L, B$SfflJi§£ $ xn-^©|H)&it©.tt/^5 : 1 

SCbfciL *l#b7k^e lmlcD50% (w/v) #>J x^W>^U 
M1000-4000) £#t^jfiLffiMg*-fi&i8Tt"5o ^©^, 10ml<£>$£jfiiiiit*tS£® o 

>5 1 >-75 7 7T'J>-?5y> CKT THATj fX«kh^>^- 
U^^>-6 (£TF TIL-6J cht^-5) ^MS** (J^T rHATMj «h ^ 5 ) 
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(5) A^ryu f-ts©« 

tf->^> • i?T~> • ^X*U^>-.;i/h^>X7a:^-iz (HGPRT) XmWVh 

>$i^t5ifMSir^§ 0 ^-©cfc5^^a->©fl$IJ, fliHt F IgG 

(6) ^ p-->^ig 

(2) <D IB is tl^I^ScD^Slrfei^te^iliJSTS ^tCJ;^ #£S&9trE#:£jg£t* 
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irt^ffi© fga& 5) nfe <7 x ;Wc ^ T\ ix. JWf^i Id «fc S # n — n > £ 
?^X;W7 4 U H-^H-48-2«, ¥J&13^ (2001^) 5£ 18B#ttT&3£frjR&A 

mm^mm^m^Jx m^^mmm-ty?— (B^m^mm-o< ^miT§i# 
*&i M6) ^H^^fe^nrv^o a limit ferm BP-7599*e2&s„ 

^fc, A-fyj F-^E-ll-13^^te#^^FERM BP-7698£LT. A-f F — 
■7F-4-8«SI6#-^5&«FERM BP-7699 h bt> A-ft/U F — ^L-30-10&^f£#-^#* 
FERM BP-7700£LT, ¥fi£13¥ (2001^) 8J3 8 0 M^M^fE^ ftTV> 5„ 
A-Tt/U F — T0304«gte#-^^FERM BP-8037 h LT, A^^U F — ^KMTRlfci 
gfe#-^^FERM BP-8038tUT. ^pfifeH^p (2002^) 5J3 10 B#W"e@R£^te£ n 
Tt^„ LHbT, ^iJx.«x"j7X-T^7XA-r F — V£JBV>T£n;#:£iiig 
fSi^d X@ (6) £T£#IH§LT, ^T^IB«-r«.Xg (7)^£>^#©P3S£ 



(7) A -f ^ U F — -?i%m\Z X&^JZ ;]/£tl#: CD fH ® 

§if[TRAIL-RlS:^R2 ; &y ^7 n — ±;i/trL#:£#§ mmWb<D^ 
<7X (^IxJfBALB/c) teNu/Nu^X, tJVtyh, A/aX^ — 

D — ^-;Viri#:*f®^^ F (#ij^k£\ MAbTrap GH^y F ; 7^ytA77JWy 
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^< LTff^n^^&y u n-i-)vm,mt, t f tra i l-r i 25. tXR2 k: m L t it? ^ ?/l 



(8) ^ y # □ — coWisB 

£AT(D£-o \zn^> £T\ ^fttbTHt^r^Dn- (Ouchte 

rlony) ELISA&fe, X«RIA?£^#^e>nSo ^)VU~-m^m^U^ 

— ELISA?£X«RIA?£^ffiV^c«-^tt, igFUJifg £^©£ I^ICMIIIffl £ 

XlzMfoTzmfo&m^Z^tlz^r). -~E / %n-ir )Vffifc © T -f V ^ -f 7\ +>- 

3tS [1. 4(0D280)=-f A J ffU7*V >lmg/ml] <£ V W-Wx^t ^mz «fc D ff 5 £ <h 
ty^n — ±;i/fci#:©fllix t° F- ^©^gttKTffl J; 5 \z b t?t & 5 n £ # 
3B##H£ © f« \z ab o T te, £r£n 0*UnX ^ F £J3^T-^©#^ 

F^n- FTzMmm&iffmfsLmmzf^xs. fkhi^^k ;»«^©?t 

^ ^ Tr ^> & 3 ^\ ± 12 @ 6iJ © it) \z « W# £ ffi ^ i±T JB V s 

-cm^i < u — ii © ^ u ^ y ^ k * s Jt# fc: jm %u © jt iiM x %m % m ^ t 

-e©|Je, £ £>t»< , ^©^^©^U rf^y^ F\ Xfii^^FCi 
=g##£* S^#(dM^©^U a^y°^- F^&fff£^T«^^U *fgH^ 
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U 3^ H fc ©ffif^^S t LT, WMco^yh mZ-tt. SPOTs^ 

J. Delves. , ANTIBODY PRODUCTION ESSENTIAL TECHNIQUES. , 1997 WILEY, P. Shep 
herd and C. Dean. , Monoclonal Antibodies., 2000 OXFORD UNIVERSITY PRESS, 
J. W. Goding. , Monoclonal Ant ibodies :principles and practice., 1993 ACADEM 
IC PRESS) o 

^TRAIL-R^fi^TX^y^ /MiH^I^^IMf b7t^UrfDNA^, il 

NA£ 1 — fcil^jA^ cn^fi^J^AUTfgii^i^^ 

§l/i^^ne©DNA&^-tl^tl31S7^^^^ — fcffi^^^. ^^Ji$i3:^ 0 

& £#^f e>n, ^ 7- — ^dna titiiA77- £>n^ „■ 
m (cosibm> cmmmm) , m&mm&mvft>nz>a 

ffi£.^(Di&fc^<DmA-£mZ / &%\'V$>Y), ftSt©^ (ii^^77A^t 
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^mmiz.&^T, mmi-mm-ts mmmm^^mmh, ^(Dmmm^^m 
m-r^^tiz^^n^^-t^ir^^o rtg»j tit. (&)mm±m, (wmmm 
m^h < m%mwfey.\z j t(DWW}, (c) wm^^^^mm^^-rn^^mM 

\±mm&v&£;T& 0 ^r<Dm, &>K&m.v>w-m , ffim\zm^*>n2>&m&u^b& 

yxny 7 b7>7,i?^~y 2 \iy >>XK£ b 7 >X S?x — y & 7* J? 

S*i-^^y^n-^;i/^#:^^*^^f#-r§c:i^^Tfg7?$>«. (Wright, G. , e 
t al. (1991) Bio/Technology 9, 830-834) „ A-f 7" U F- x' Sr-f > H b □ Tig 

(9) ifL#©14M 

a) tibmmm&mmh, ^mmo^m^^mmiz^^^v^r^mfDmmm^^ 
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mm tc \*mm& s. &s & ^ „ 

I ffl IS © ^ ?E £ e> f © ?S ^ ) & f b SI £ b T £t f d £ # T ^ 3 0 L D 5 0 { g 

^^L<}i0.7Mg/il^T, £ iE>\Zltfl£V< m. 02-0. 11/zg/mb St>£?£b<te 
0. 02Mg/ilttTTfc5 o 

V^TO. OlMg/mmJi, ff^U<fi0.lMg/mlK±, ck D b < ^2-10/z g/mb 
£ £>K:0£b< KilO-24/zg/mh m&^b < «24/ig/ml^Jt > T?a5S„ 

\zm&miM fc^tsfg&xHMi $ ^ ^ & © £ b t? $> 

Jlt^tS. *fgBJ!^^3^^LD50fi«i^T©^^ KilfLtfj SEMIS 
A^bMflilS) Xte-ffiMIS (M^^b h^vflI5SIHI^^Colo205; ATCC CCL-22 
2) <£i£*U CD £ J&ifc £ SsJn b , — ^Bf r^M^©MM©^#^ 

£MTT7yiM (Green, L. M. et al. , J. Immunological Methods, 70 : 257-268 <1 
984)) xmmT yfe J; DSU^TSo 

T § Jivf«Jg £LD50fit tt§„ 
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z. t. \z£ D^tBTS 

•@ffflflSColo205^rr§l«T^ 96^^^^^- h©l7t&fc D 100^ lOi&ifi 
K:2. 5xl0 3 <DffflJl£Mb, 37°C, 5% C0 2 #£E"TTi§« U infr £H g mu b. 
HfflB^^T^48B#r H 1«life^^lfflte<©^^^^tiSLfe : 110-1 

(Di%m\zl. 5xl0 4 ©M£;|§Sb, 37°C, 5% C0 2 #£ETT?ig^b, m^WUm 
110 — 120/z 1) „ ^^i^^ViT«, MfB^#£ mm$kl. 5xl0 4 2&^J&3#F B 124 

Jfe) fc^bTLD50#;W.I*.fc£0. 01 jLtg/ml (lOng/ml) RJt, £?£b< teO. ljug/mie* 
V*<hV>*.£fcigK 2-100 n g/ml ©LD50ffi£#t"5#E#:>&*$ £K:£?£bUo 

^mmvmmzfe, ±mcom^u)^^mmvr^^\z, mmmizMvxi^om 

So 0fflJ!a^T*LD5O«i£^S^^«^fflJ3S^ft ^^^V^Sfefe, 0. 02-0. 
ll/ig/ml©LD50S^'t* §4)©^^ e.fc$F^bVi 0 #f-, :4^9i©E-ll-13in;#:* L 
-30-10£vffcWKMTR l#L#:teU f©t hffFIBit^t SLD50flt^2-100 jit g/m 
1 J^Jt (M^a , 2-24Atg/mb $F*b<«100/ig/ml) > iffi$HIS^^TSLD5 
Oiit^O. 02-0. llMg/ml^ttM^WbT^D, IE^Hj&KL^TS^^t£<hfi-®M 

mm<Dm^u, ^^^m^^iz^n^mmmmcDmm^mmizimivr^o 

lfflJSK:MTSLD50ffit, r|H^^C2. 5xlO 3 ^^SJS0#r B 148^r B lJ <£>&#T$!lJ£b 
^<t^CDlSlffll^{c>ctTSLD50fil<h©j;b^^ViT^f^bT^So fuf3©il^ 

isM^tt^v^c^ ±Ei?;mmiz$i-t ^immfe, mmmizMT zimot itm 

24 



WO 02/094880 PCT/JP02/04816 

in:#:^. n/c= 2jM-t. Ttzt)t>3Ei$mmztt^ &ivwfimmm\ztt-t &mo(D2 

K^T£LD50<D10^±(N/C=10&JtK «fc X> » * b < «N/C= 0 , & 

T, JUIK:£? £b^f§ffl#WC=50, N/C = 50£4±, N/C = 50#* <=> 100, N/C=100£Ui, 

b<fWC=1000£UiT&3o 

<D^^m&(DMMt(DU&m^&'3-T'h^<> mmu**rV7\z.\iL, visits 

T^T-s^ch^T:-^, n e cd s # ^ t b x « , mm, tsy a -\Dvn. 
mm. > □ v y"nm iz^^mn xwu m.&m. ^tJ:5#g 
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mm. mumm. m^m. mmm> mmm, g^^mm. m&mm* ^mnm 

W tef^ b # § ?§«^#SR b T £ V*„ 



gift k FMTRAIL-Rl^E/ ^ n--^;L^#:£^£-r ^>/W 7 V K — 
_h If >f © C o 1 o 2 0 5 ^-f S M^Eff «?pr'l4 ^^ti „ 

HI 2 k h tJxTRAIL-R2 ; E J U—y MKi^W^t ^> ^ ^) H— 
Jt ?f 4 1 © C o 1 o 2 0 5 IzMt § $B J&5Eif S?pT'l4 £ El „ 

03^ k hf/[TRAIL-R2--E / ? D-t^K#:^I4T-5A'f 7''J F — ^ (Dip? Si 
_hlt^(7)Colo205^^T§lfflI^M«?c7l4^^Tlll C^^Ck MgG(r)#SK)^ 

0 4fl k h ^RA I L-R 2 ^ / ^ P - ^ ^ £T § / Y-f :/ >J F-TOig* 
_k « <f ©HUVEC Jd*f*r § fffli&^EIMS '14 & >ik~T m o 
15att, k MIIAS TRAIL (Mffin> F n-;i.) CDColo205^iE^t: hfff 

05b(t mmtbmniL-n^y ? n-j-Jim* (H-48-2) GOColo205;&.tf 

15ctt, #f®t hKTRAIL-R2* 7^7 P-^;^ifi#: (E-l 1-13) ©Colo205^D^IE 
3Tk hHT^K«fflIS^MT^MIS^M^14^^ria o 
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g5dH mm\i htriTRAIL-R2^E/^P-^-;PirL#:(L-30-10) CDColo205S.CKiE 



@5e(t |f®t h^TRAIL-R2^/#n — ^;i/^#:(F-4-8) ©Colo205R^iE^ 

15fH Ilh MaTRAIL-R2 ; Ey ^ D-^;VtfL#: (W-40-5) ©Colo205S:^]E 

HI 5 gtt, fib hin:TRAIL-R2 ; Ey ^ n-±;Viri#: (0304) ©Col o205^OT^ 

IH 5 h tt, mm\i hirtTRAIL-R2 ; Ey ^7 n-±;i/ri{* (0322) ©Colo205;&OvEE3f 

m 5 i te, *SMt: hirETRAIL-R2^:y # n-±;]/£rL#: (KMTR1) ©Colo205S:tXiE^ 

IH5 j *f$St hirCTRAIL-R2^r7 t? U — j-)l>$ifc (DIM) ©Col 020523: tfiEflrfc: 

05k(l tSk h*fLTRAIL-R2 ; Ey ^n — ^;I4tl#: (0304. t^kMgd#: 
«JP) ©Colo2052S:UVLEitt: hffF^KIHIS^^i-^MM^ff iffittlSti. 

i5 IB, iik hifCTRAIL-R2 ; Ey ^ n-^Mf* (KMTR 1 , ir^irtt: MgGtft 
#:«JP) ©Colo205^^jESt h^MMmmizMT ^mmmmm^'li^^-tm. 

EI 6 Sfggt: htCTRAIL^^y # n-^-;i.fei{*E-ll-13, F-4-8, H-48-2, L- 
30-10, W-40-5^, lp.g/^VXffifc^mffiU&.-¥Vfc2i&<Dmi&<D± 1 g'£&ffl 

@7(1 iSh htrCTRAIL^^y ^ n — ^;Ptrt#:E-ll-13£4, 20, 100Atg/V 

0 8(1 300mm 3 ©tMS-T^X^ML-, fitSSb: h fciTRAIL-R2' : 6 7 ^ u-j-Mfi fc 
E- 1 1- 1 3 £ 20 m g/ v ? X f@#Tr3tH PR 0 b t ^ ©Mif (D± # $ £ ?SJ/E b &S£ 

lOOmm^feSv^XKl^b, If © t bKTRAILHE^ 7 ^ n -^A-trC* 
0304 £ 2 0 /z g/^ X ffifc-em M B b t it ©JJt-S ©^C ^ £ £$'JS b 7c IS* 

@10H lOOmm^tM^XKlMb, *SUfc: birLTRAIL-R2^Ey ^7 n-^JWn 
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#03 04 £ 25 n g/T y x mfo-£ 3 b t ^ ©II* © ^ $ & S'J^ b *£H £ 
HI 1 ate* M^^MISMfc hfeiTRAIL-RZ^Ey ^n-^-;i/^[f$(DColo205IH^ 

m m &miMT it ® <d <d mm 
rt, mt&ffl&&x*mw&z zizmmizmm-t&tf, ^mm^cDmrnmiz 



C*Si©7 5 yt^it^ch MRAIL-RlWt MRAIL-R2 (^T TTRAIL-R1R 
tfR2deltaj £V*5) ^7X5M^-^ILL TRAIL-Rmi^R2delta 
— Ff^DNAte, PCR^fccfc D 

a) ±Sk MRAIL-Rl^^R2^?i^^^-©iiM 

£MPCR£rfT5^&fcO, Ifl^l/Tffl^fcOti, t MRAIL-Ri;RtfR2£n — 
F T £ cDNAS: Jf t" 5'/7X5 H^^^-pcDNA3-TRAIL-RlS:tJ?pcDNA3-TRAIL-R2 
TfeS. pcDNA3-TRAIL-Rl^lXpcDNA3-TRAIL-R2«^T©^ r ^ i r#®$tlfCo 
St FTRAIL-R1 DNA2^TRAIL-R2 DNA,^, -^©5' ^ifcEcoRISB^, -^©3' 
^fcNotlgB^fllLn ^y^Um-r^^co^V * tfilflMjS (PGR) £ffv> 
iibfc, b FJ&liE&5fccMA (ClontechttSO ^iltlT, TRAIL-R1 
tey°^-(^—ZiVT : 5'-CACGAATTCACCATGGCGCCACCACCAGCT-3' (BB^J#-^ 1 ) 
5' -TTTCTCGAGGCGGCCGCTTATCACTCCAAGGACACGGCAGAGCCTGTG-3' (BB 2 ) 

nkii-mz-D^x^y"^^ ?-tbT : 5' -cacgaattcgccaccatggaacaacggggacag 
-3' (SB^J#-^ 3 ) -tttctcgaggcggccgctcattaggacatggcagagtctgcattacct 

-3' (BB3Wt4) ^°^^±PfxDNA#U ^^-if • H-y- 
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)Vx.J^m> &@imhT, (94°C, 20# ; 60°C\ 30# ; 68°C, 90#Fb1) X30i^-f 

^;v©pcRM£ffofc a BmztLfcnhiL-RmmMii-nnmit, EcoRi-Noti 

WrftthTW-mis, m—Wm-CMm^nx^Tc^cMk^ (Invitrogenftlg) & 

— \zm%£Vfca #e>nfey^X$ F &pcdna3-trail-ri2&i/pcdna3-trail-r2 

^Sbfco pcDNA3-TRAIL-R2^ffl.^3A^nfeTRAIL-R2«, MiRWX7°^ < >->^Kl 
«fc O^JS^tlfc 2 ocDKfJtCD^T, 1320bp©cDNA^n— F $ tl§440T 5 7 Mfr 
€>J5£Sfe©T25S„ £TF* SUSfiJ^©T^T©PCR(D^^?^^iilli5«, v 5 — >T 
>ypCR->.X^A9700 ; (tfc) A°-^>XjW- - ^ W\° >*±M£#!JS bfe 0 

b) t MRAIL-Rl^tKR2delta^ii^^^-(D|i® 

t hTRAIL-RlR^R2delta^Ji^^^-&^TO^^fcTSiI®Lfeo 1-351 or 
^ ym@B^J^f#^TRAIL-Rl^^ v ^y^ H\ R5\ 1-348© T S / MIB^J£^-oTRA 
IL-R2^^^^^ H^e>7^^fgii7 0 ^XS H^^^-r-Sfcfefci. TRAIL-R1S.IKR2 
g^7^F©5' 5fcSS}kiEcoRIBE?!K 3' pfc^^NotlBB^ll ti^JLbn F >&#iP*T 
S&©PCRI£jS£fTofc. PCRWu TRAIL-Rlklo^TS^U^^U^F^-f 
V — 5' -CACGAATTCACCATGGCGCCACCACCAGCT-3' (IB^J#-^ 1 ) Rift' -TTCTACGAGCG 
GCTTATCACAGCCTCCTCCTCTGAGA-3' (@H^J#^ 5 ) TRAIL-R2KIO V>Tfe*:fr U rf 
^ ^ F77^fT-5' -CACGAATTCGCCACCATGGAACAACGGGGACAG-3' (SB 

3) ]kZ$5' -TTCTACGAGCGGCCGCTTATCACAAGTCTGCAAAGTCATC-3' (BE?!l#-ft 6 ) 
y ^^^-PfxDNA^ U 7 ^— tf (^^n H-T-;i/x;i/^:SS) . &tfpcDNA3-TRAIL 
-RbpcMA3-TRAIL-R2<H£fflbT\ (94°C, 20@> ; 65°C. 30fi> ; &r/68T\ 75# 
Hfl) x 251M ^;i/©^#-rffofe 0 ^l^$n7c:TRAIL-Rl^^R2cD^^^-7 0 ^ F&. 
EcoRI-NotIiTjtiUX^.itUfeo ^UT£©EcoRI-NotIKJt£EcoRIi:NotIil* 
T^bfcpEFneo^^^ — fc^Mbfco #£>nfc:7°^X^ F ^pEF-TRAIL-Rlde 1 1 
a&tfpEF-TRAIL-R2de 1 1 a t b „ 

b)Tf^SbfepEF-TRAIL-Rldelta^^pEF-TRAIL-R2delta^, Lipof ectAMINE PI 
us (^7"n If— T— 71/x;i/%hM) ^ffl^T, (American Type Culture 

Collection No. CCL-1) fc«Abfe 0 B-fS^Ate^Xo. TJKD^&fcTfro fc„ 
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bfc^ G418 (^^3lf-T-;i/x;i/%hS) ^lmg/mnr^S J:5^iPA, lillffl 
±§*bfeo ^^^t hTRAIL-Rl^U ^ □-^;V^{*^rX-V^in;b hTRAI 

L-R2^U ^n — ^l/tfCfls: (DAKO&IK) ^fcFACS/fftr £ff itfc^A^tl 
IB m ~€ G4 1 8 m © 7£ ft £ ^ ?# b fe (D \Z , 3 5 1 T 5 7 M £> & ^> T R A I L - R 1 d e 1 1 a 



;i/3948 ; A-+>IJK- • yt A> • 777^ 

£/H^T\ ^©TnaTjHcf o Tfr o [Mat teocc i, M. D. and Cam the 
rs, M. H. (1981) J. Am. Chem. Soc. 103, 3185-3191 #flg] „ ^.^^kt? H« 

7K \z mm b , s t-2 o°c -emffiut? b £ „ 



Mtffl^^yxtt^ ft Htt i gams. # « etti © mm \z ~z> ^ x ^ 



(sc2omotii MgKi h^>x^-> aco5) & mmiz{%m~r% „ d© x^^us 

b MgMflxtfc^^^m©^^ ct, t Mg/cit h ^>7s^— >^^o 

©M^^^T^&^fc-r&O, ^^e^Rlfg7=J:14#^fe#:»fjt (SC20) 
Kft^^yXlllT'fe D ^ (Toraizuka. et al. , Proc Natl 

Acad Sci USA., 2000 Vol97:722) ^fe*c£tlT^£ 0 ^MB^ft EH4Igfi 

(KCo5) ^f*^t"^T^X^fc (h7>^yxr y ^Y7X) Tr&D, #lx.fc£Fi 
shwild£>©#^ (Nat Biotechnol. , ■ 1996 Vol 14:845) £f3$ic2*rc^£>„ 

lIAOlvyXtliBOi^^X, feS^«^fcA©lli^"^7s<h^^B©II^ 
^XO^Sa^J; Df^nsfv^X^tHSCi^ (Tomizuka et al., Proc Na 
tl Acad Sci USA. , 2000 Vol97 : 722) KnfBft£ tlfcy^^T^ftf U ii^Ctf 

igaiiR^AC!gii^|wiPt^^aj^n§iei# (tbK«7yx) ^si&bdsh 
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ida&Lonberg, IBC's 1 1 th Ant ibody Engineering, Abstract 2000 ; Ishida, I. 
et al. , Cloning & Stem Cells 4, 85-96 (2002)), ^ToM^HIiffl^fc. 
ft&mmzfe, _tIE^ ^7 X ©IfiWfi^^f L 7t^<j7 X & <H (SB ft (2002) 
20, 6, 846-85 1) fcfllUfco MIBt hirt#:^v^x^ mm 



l»M3 t hTRAIL-R13StrXR2^^i-§t: h^y ^n-tJW©iS 

(tisist^, tiiia^ff 1991) m\ziBmt£nz>j:5%L~%Lm&mz$£*D 

TmWkVT^ ^-gEHChbTCk MRAIL-Rm^R2^, 1 ^©bfcTRAIL- 

Rl&D^del ta^gI|L929M, Xtek h TRAIL-RlS:tXR2©iHIS^M« £ t MgGl 

k hTRAIL-Rl^MT^k h / ^ n-^-;P$n;#:©ilfi^ @ 6*1 <h LT, k htrtfl: 
jg^V^XK:, |»^n^MbfcTRAIL-Rldeltafim929ffflM (3xl0 6 |fflJ&/ 

li^MSlf^Stfeo t: MRAIL-R2fc^f -5 t hty ^ n — ^-;^^tl#: © P§£ 
SaW^UT, t hifC{*S^^^Xfc. ^2Mra^§abfcTRAIL-R2deltafi^L9 
29MM (lxl0 7 $HHa/!ffi) ^KJgft^IJIsI^bfco Wim^Mfc Z Skm, IpJIM 
£JlJBl*I^ lMf B W;i5[Hj£fcte6[II&-ffibfc 0 $ 6fr^T^^^SI^fll©^#3 
Bfu^lUlfflia, ^fcttt hTRAIL-R2©,M^M£ t MgGl©Fc^J£ b 
fc^>/^Jt£»M^;i^bfco k h^{«'+.vr>7J- t: hTRAIL-R2£> 

#3Stu^|nI^>/\ o ^H^S#Mfc^^bfe 0 

^^^tafe^^X^e>fl«^tK/X^U >A°|p^^Kjfc:^f#L, 350mg/ml m 
MTK^^-hU^A, 50^.{i/ml ^"~>U>, 50Mg/ml X hl/^hT-f y>^t 
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-5) lOml^KiAfU ^v^=l (izJl/X h W ±— : y r )Vu >*t§S) ±TX/\°- 
fi^ffl^T^^Lfco ;* y :x £ a® b fcfifflJ5MM$& LTii^ttg £ 

10% FCS (v^^t±M) £^trDMEMJ&S& (*r7 
3 • tf-T-;i/x;i/%hffi) (UTF rjfa^ADDMEM^j £^5) KIT, 37°C, 
5 % # 7s TTMJMit & 1 x 1 0«&/ml &m%.f3:^&5\z mm Lf^xn 

-^ifflis sp2/o (atcc no. crl-1581) &mmzMMmmmmm'vm&v, mstm 

Ml, Sli^-^Jch LT50% (w/v) ^UI?U>^'J n— JH500 U — v> 

^, ^^37 0 C^Jp?MbT^Vife^i&imDMEMj§j*lml^2llI^^^T^o < O^JUb, 
£ e> ^7mlcDMi&L«DMEMi§ite^«bfco m ±?# ^i*LT# ^nfeSft^- 

-TcDil^m, 10%©^7^fl&jSjfi» (Fetal Calf Serum, FCS) 

>(H), 75;77'JXA), ?5y>(T) (EAT THATj <hV>5o — >^Tt±M) 

^^ft £ DMEMigilil * T±g«T ^ItlliD ff o Tc „ £ 10% FCSiiHT O 

+ Ttf ofc 0 iafc: MRAIL-Rl®:tXR2 1 h^E-y ^ D-tMnfr^iitSA^ 
F— ^ n — XDitiR. (J^ ij — - >^f) BLtf#* cd/W F — Y^i^TS 

th^y^ n-^-;i/K#:©'-ttft#tt«, ^m^^mmmm^mpAmry^ (eli 

SA) & ft — (FACS) , cfeSV^MIBB&Kl^TSlffll&^M*^ 

|^WJ4^^»J5fcjZl!-<oELISA, M^t^»[I6Tf3«t-^FACS^iffcck 
t F^S^n^U >r«I (hlgr)S^t hft&ifuyv >Mk $f fl^t 
hTRAIL-RlR^/X«R2^#SW^S^tt*Wt-S t: F ^ / ^ n — i-)VZ?ifc&m 
£T£#!fc£>A-r 7 V F — *r^#feo ^^jg^j^-g-^j^-FcD^fn^USS 
M^, M^lc^MM^^^^M^M^chUT^b^SX^EI^^^V^T^, 
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<D*mW<Dt hKt hTRAIL-RlR^IM/^n — -jr j\,mfc&M*E~t Z> M 7 V F 

J5& ^ J; D £ ^ $ n l« X. Jtl # £ M Bfc "T a „ £ » ± 0J £> 75: $g B £ 43 V * T , 
A-ryj H-^^n">©^^^tri^©^^^$»&fet-±J-&^S)So &T©A-f 
H-7^D->aj/>^^n->^St : 1-13, 1-18, 1-32, 1-40, 1-43, 
2-6, 2-lh 2-12, 2-18, 2-47, 2-52, 3-1, 3-7, 3-10, 3-23, 3-33, 3-42, 3-5 
3, 1-13-6, 1-32-9, 1-40-4, 1-43-43, 2-6-48, 2-H-5, 2-12-10, 2-47-H, 2- 
52-12, 3-10-19, 3-23-8, 3-33-7, 3-42-3, 3-53-15, 2-18-2, 3-1-7, E-ll, E- 
14, L-30, N-18, X-14, E-ll-13, E-14-4, F-4-2, F-4-8, H-48-2, L-30-10, N- 
18-12, W-40-5, X-14-4, X-51-4, X-51-12, A-ll, G-3, H-34, 1-22, 1-35, J-2 
1, J-26, K-8, K-16, K-57, L-4, P-28, P-36, W-42, X-13, X-60, Z-23, 1-39, 
A-4-27, A-4-29, G-3-10, H-34-2, K-57-12 W-42-2, 0304, 0322, KMTR12£IKD1M 0 
^-ne>©5^H-48-2«, ^13^(2001^) 5i3 18 B fttt^^ff ftffiAtiSl 

m&m$m m^^mmwe-^y^- (0*itM^<KMiTsit*iff i * 

16) tCffl^tfibfeo H^lfi#-^«, FERM BP-7599T?fe-5o E-ll-13, 
F-4-8;&lA-30-10te, «13^ (2001^) 8J3 8 0 ttttTf-LIB^rlfr-fe >^-fclSI^ 
^ftbfeo BI^^fe#^-«, E-ll-137)tFERM BP-7698-T?^ D, F-4-8#FERM BP-76 
99T?&tK L-30-10^FERM BP-7700T?&S„ £fc, E-ll-13, F-4-843«fctf L-30-10 
te, W13^ (2001^) 10J3 llBttttTJ:iB^ffc^>^ — lcffll&«i£bfc„ EH^IS 
t6#-^«, E-ll-13/^FERM BP-7770T^D, F-4-8#*FERM BP-7768T& D , L-30-1 
O^FERM BP-7769Tfe§ 0 030443 «fc tfKMTRlte, ^M14^ (2002^) 5J3 10 B 

#^T±fH^ffiiz>3 7 — ^HlS^ffibfeo Hl^^fe#-^«, 0304/^FERM BP-8037 
TfeD, KMTRl^FERM 



^SSM4 thM^n^UyllfcOgfcl^ffs, t hKTRAIL-Rl^E/ ^ 

t MRAIL-Rm^R2©lffl^^Wt k MgGl^Fc®^ t^I^Lfe^ >A^K 
CRT, -en^n TTRAIL-Rl-hFcj , rTRAIL-R2-hFcj £V*5„ (ALEXISttMo 

33 



WO 02/094880 PCT/JP02/04816 

TRAIL-R2-liFcK:|I5LTki, TRAIL-R2©|fflia^M^ t bTl-183T 5 J Mfr £ ft: 3 

hcD^mm) ) £o. 5/zg/mi ] j>mmm^m^7K c^t rpBsj «tv^ 0 ) \z 

IIMbfcfe©^50MlTo, ELISAJB965*v-f ^D7>- h (Maxisorp. ^>^t± 
SO ©#^7o:;i/^JP^, ^atT?l^fk1i&SVi«4 , C-e— >^o.^- hi, TRAI 
L-Rl-hFcXttTRAIL-R2-hFc*^-T & uy°U— h^»$itfe 0 ±?#£J£ 
T\ #^xJH:yn-^>i' ! Ki (SuperBlock (SIMil) Blocking Buffer, 
PIERCES;®) &$Ux., mWVZOftffl^ hV, TRAIL-Rl-hFcXttTRAIL- 

L-R 1 -hF c X teTRA I L-R2~hF c T: rn — =j- j > ^ b tz. v -f ^ n 7°!/ — h £ M b fc D 
^rcjW^ §^®A^ H — ^(DiSiti^f (50m 1) tiaTTll^W 
#^x;i/^0. 1% Tween20^^PBS (PBS-T) -T?2lHl^^bfe 0 
H^y-y-tf^Jl/^-^F^^— if^m^nfe^^Jxt Mg/cfrtf* (50^ 1/^7 rc;V, 
Biosource Internal ionalftiO ^ 10% x — X 0 ^ffi^fti^S: 

M) 'aWPBS-Tir^OOO^^^IRbfc?^^^, ^r^W^O^ IJUx.. ^?MT305M 
>^n.^- h bfc„ ^7D7>-h^, PBS-TT3|yI^fe^^. TMB^gfeSSC* (D 

AKOihst) s-s-^^^^ioom lT-^/jpx., s?^TT2o^r B i-r >=^o.^— h brco 

#^7m;V^0. 5M«M (100m 1/^_t_;1/) ^JflTL. ^Jfc£rihs6fco $tft450nm C#M 
$cft570nm) TCM^Y'f ^ n7°V- h U (MTP-300, nnttMft 

SD TSS^Lfco /W zf*J F — T0304, 0322, KMTRl&tfDlMOff^-TStn; 

# ^jsm i o KiiBit ©7j &m ^Twm v frmmm* \z&v ±.mnnk&ff fc„ 

^t(Dm^ IIBtafcit hTRAIL-Rl^lM2£i#:©5l5— BBOtrC^CDftM^Sl 
R5'g2il^f 0 SI 1 te, Ec#Lfck bfeiTRAIL-Rl^y # □ -^mfr©^^ 
7 7,S^iMJStt.S:^t^"Pfe§ Q 3l2te, 3R#bfct: htrCTRAIL-IU^/ ^ n 
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mmmAtnm(D^mz^. V , #^x;i/£TRAIL-Rl-hFcXm:RAILHmiFcT:3 
~r~ ^ > 9* Ltc.^^ ?U7°U-h &1^mVfcmz, #^3i;i/^PBS-TT2|lI?3fe?f b 
fee TRAIL-Rl-hFcX«TRAIL-R2-hFc^n-5=-^ >^bfc^-f ^7 n 7°U— V (D&7 
^Jlte. ^MM4TlX#bfe^-^©7N-r F-^©i§*±-?f (50^1) ^"iipx., 1 

MgG2ifL#:, ky^k MgG3trC#:XtefcyS^ifc: MgG4£ri#: (#2000^1^ 
50m The Binding Site&S) S^TTrlf^W^ >^^^- b 

bfco PBS-T-C3HI«fc^, Sllit (TMB, 100m l/U^)V, DAK04M) ££-^7 

juwcjp*., MUT~c2mm^ b bfc„ ^-c\ o. 5M$sm (ioomI/ 

^Jn^L, MJft£lkse>7Co $tfi450nm (#M^fi570nm) TOttSSv^ 
/7U7>-h'J-^ (MTP-300, a n^-«^%fc®) T8!l5£bfco A^^U 
^0304, 0322. KMTRl]3iU?DlM©f^S-r ^Jg0!llOfc:fBgc©;£i££/B 
THx# b fcffiS JfCf* cfc 0 _LfB^H& £fr o 7c„ -e fu IB* lWi§2 K: ^ 

To 



l^3SM6 TRAIL-Rm^2^lfflIS{3^T^#^7 ^ D-^;^#^^J5&^ 
^M^!llT-p®b^TRAIL-Rldelta^JiL929lfflM^OTRAIL-R2delta%JJL929M 
SSMMTS, ^MM47?Hx#bfe=§-^Ey ^n-^-;i/in#:©M^'|4©^f^^, FACS 
fm-cn-DtCo 2xl0 6 /mlco«^T\ L929IBJ3&, TRAIL-Rldel tafg*jlL929ifflI£, TR 
AIL-R2deltalfiJJL929IHia^, 1% <^1^i&L?i A D , 0. l%NaN 3 , 1%FCS^TPBS© 
Staining Buffer (SB) \z&T&-£&fco IB)fe#M (100m I/O a: ;W £967^J&:7° 
V— h (^^h>fV7^>V>tS) Kl$H£b&o m4>5« (2000rpm> 4°C, 2 
bfcft, ±«^iSU, lfe&IM3T«bfc/W !/L) H — T©ig*±?f (50m 
1) £JDx.T3f#b, 7K^T30^P^f^gbT^6, m^^gl (2000rpm> 4°C, 25» 
l/T±j|§ISbfc. b^rlOOM l/^^;V©SB-T2lHl^^bfc^ 0. 0125mg 

/mlcDRPEMHIi^it^Ktt Mg/c F (ab' ) 2 K#: (DAK0l±M) 30Ml£;bn*., >Jc 
ilT30^>^^-M^fc. SB7?2|HI»bfci^ 300m l©SB(cM^b, FAC 
S (FACScan, ^ h>5V 7^>7>fti) T?#iifflJI&©m^S£M5£bfc 0 ^ 
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OSfSJU. ^Tn©K#feTRAIL-RldeltafgiiL929fflMXttTRAIL-R2delta^ilL929 
TRAIL-Rl^mRAIL-R2t#^^fc^^T^^f*T$)?>^a:^t)^o7Co 

^M3Sfea^JEM4^M^JS^J6^e>#e>nfet: hirCTRAIL-Rl^y ^7 D-^~ 
;Hfi#:3U3t: h^TRAIL-R2 ; E/^D — j-JV&ifc&m&.lrZW 7V F-Wji« 
±fit£/B^T, ^:MSIH^T$»5Colo205 (ATCC No. CCL-222) 
S§#*£14£S!lJ£Ufco 10%FCS£^tfRPMI^ffiT:^LTV>fcColo205fflJJ&£2. 5 

;\-fy'v b-^mm±m^^n\/^7^)v^m^-. £e>£. t f^trail-ri^e/ 57 

n-^-;i/ft#:X«t hiriTRAIL-R2^y ^ n~^;i/^#:a*IgG©*g£\ tig5/ig/ 
mllci&S £5 K^^i/ik FlgG(r) iMW^U 57 u-irivm* (v-^^ttS) £ 
#>j7^;i/iclOM l^^iin^-feo Et#Lfc/W F — T©— gBfco^T, -V^tfc 
k MgG(r)#iW^U ^ P-^^m^S^tJnb^v^^^feflHSbfco PJttn 
> F n-jl/tlT« t Mim^-TRAIL^ >7\°^K (DAKOttUD lOOng/ml 
«Ufco Ptttn> F n-;VchLT, fcFIgG (Biogenesis&M) &m.mVfr<> 
37°C. 5. OXmMfiXT-ZrAmmmmisfcm, MTSMIH (Cell Titer 96 AQ UE0US N 
on-Radioactive Cell Proliferation Assay: 7°n^^tl) ^f&eJKO^iK: 
^V^iiMb, #^7^;V^20m l-fo«nLfc 0 $£K:37°C\ 5. 0%Mt^XTt"2 
B#r*1i&4iL7HJL }fcg490nm (#flBi£S630nm) TO«g§^^D^hiJ 
— (1420 ARVO ^)V^^^)VftTy>¥~ : WALLACttM) TTS'i^L. 5 hn> 

T!B5£fc«k DlftBLfc : (%) = 100 x (a-b) / (c-b) (5^^, 

^T^o:;i/©SiJ^ffl^, bte^iSfflJl&^x^GDill^M^ cttl^ttn > F n— ;Fcd^ ji 

jb(Dmm&&^tL^nm-frT) » is^^i i ~ 3 t^ts 3 4 ^3 
b hiftTRAiL-Ri^E/ 57 u—rMn^m^^>/\^ -yu f— v©i§*±?t ^ 

<7X Colo205R£/t FlE^Bf^MfflM^^-rafHflS^Eff^lgtt^^-r^Tfe D , 
^4«. h FifETRAIL-R2^7 ^n— ^;F^{$£;g^TS/W:/U F — ^(Dmm± 
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ffi*<D, coio205^t: hiEn^mmmmizti^^mmm^mm^^-rm^^ 

■5) o 



3 



t hirCTRA I L -R 
1 tfiW- 






Colo205j|fflJl 


1-13-6 


I g G 4 


— 


— 


1-32-9 


IgGl 


— 


— 


1-40-4 


I g G 1 


— 


— 


1-43-43 


I g G 1 


— 


— 


2-6-48 


I g G 1 


— 


— 


2-11-5 


IgGl 


+ + 


+ + i 


2-12-10 


I g G 1 


— 


— 


2-47 — 1 1 


I gG4 


+ 


+ 


2-52-12 


IgGl 


+ + 


+ + 


3-10-19 


I g G4 






3-23-8 


I g G 4 






3-33-7 


I g G 4 






3-42-3 


I g G 2 






3-53-15 


IgGl 






2-18-2 


I gM 


+ + 


+ + 


3-1-7 


I gM 




+ 


s TRAIL lug/ml 









+ + : 8 0 

+ : 2 1 ~ 7 9 % 

- : £.&m 2 0 %«T 
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t hRT R A I L -R 2 






Colo205M 










E — 1 1 — 1 3 


I g G 1 


+ + 


, 


E — 1 4 — 4 


I g G 1 


+ 


+ 


F — 4 — 2 


I g G 4 


+ 




F — 4 — 8 


I g G 1 




_ 


H— 4 8 — 2 


I g G 1 


+ + 




L — 3 0 — 1 0 


I g G 1 


+ + 




N — 1 8 — 1 2 


I g G 4 


+ + 


_ 


W— 4 0 — 5 


I g G 1 


+ + 


+ 


X — 1 4 — 4 


I g G 4 


4- + 


+ 


X — 5 1—4 


I g G 1 






X — 5 1 — 1 2 


I g G 4 


+ + 


_ 


A- 4 - 2 9 


I gM 







G- 3 - 1 0 


I gM 


+ + 




H- 3 4-2 


I gM 






K- 5 7 - 1 2 


I gM 


+ 




W- 4 2-2 


I gM 






sTRAIL ljig/ml 









+ + : 8 0 %&>± 

+ : 2 1 ~ 7 9 % 
- : 2 0 %£AT 



Kb MgG(r)#HW^l> ^D-tJPKWfiT (k bifcTRAIIHEM / ^ □ - 



-f^U F-^©i«±?f &m^X, IE^t hSf^Ml^lSiH^lrfeSHUVEC (Bio 
whittakerftM) fc*hr&,»^ff ^tt^tlJ^Lfeo EGM-2±fi-fi (Biowhi t taker 
?±S) Ti§*bTV^c:HUVECfffl^&5xlOVml©iSjg^ii®b, x;H00/a If 
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-o&9b'A?Y-my°U- b K^h>fV7^>V>ttS) ic^ftbfc. 37°C, 5. 

in*., t hiaTRAIL-Rl^y ^D-^;i/^L#X«t hj^TRAIL-RZ^y^n 

-±JI/lu^^IgG(Dm^, «&^Jg5Mg/mlfc&3«fc5 fci^iftfc MgG(r) 

n-J^lt, tblgG (Biogenesis&gg) ^jfbfco 37^, 5. 0%k§^XT 
T480#r^±§«Lfeft. MTSiitH (Cell Titer 96 AQ„ Non-Radioactive Cell P 
roliferation Assay : yn/jjll) ^mm^<D^mz^t^$MUV, ^^)V\z 
20Ml-r^»Pbfe„ $e.^37r, 5. 0%Km#XTX2P#r B t 1ig*bfc?lL M490 
nm(#M^S630nm)T©357 t 6S^v^^ny'°V— h'J— ^-(1420 ARVO ^;b^r? 
^;i/^J^7>^— : WALLACE®) X?IJ)£b, 5; h n > F U T ©M^ft^rfalSi: bX. 

Jf>tBbfc 0 

|gm^H4 ^^-To t hirCTRAIL-R2 ; Ey ^n — ^-;V^C#:i^tt3> hd— ;V<h 

itfl^tt £ ^ $ & v> £ <h e> ii o fee 



3IJSM47IrS6a> £>#£>n&fc bSrCTRAIL-RlRD?R2^E / 9 u~-j-)V$Lfc&W.2i-? 

F — ^©i§*±m^ffi V^x, IE#fc bif^MMHuman Hepatocyte 
(J^T rHH^ffliaj (Tissue Transformation Technologies^®) ic-JcTT 

£fte^M*Mtt£#>J5£bfc 0 ^T^^HHIffllS^37 0 CXB!l}«b. CM5300ig*fi (CE 

v— ; f >$>^ ^i^n— h $nxv^967^¥isy b (^ h>T^ ^ > y 
>%hS) i^ftbfc. 37t:. 5. o%^@t^fxTx4. mmmmi^r^m, mmoiicm 

£frofc 0 $B^37°C, 5. 0%^M#XTT24i$|lB*&^U nW&t&W&gk&ft 

SMg/mlfc&SJ;? fc^r^k bIgG(r)#^£tJ#U ZU-j-frtiifc (y^-?l± 
ID ZteV^MzlQn lTojjn^fco itt3>hn-;^lt, k b IgG (Biogen 
esisttM) £&JBLfco 37 D C, 5. 0%^M#XTX24Wli#«bfciL HtfciiT 
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hKTMIL-Rm^R2^/ ^n-^;VifLf*(D*S©«RT(D^?iTrff ofco t hinTR 
AIL-Rl&mM/ ^ n — ^;P^#£#tri§*_t?f£:rmp Protein A (77ytA 
7 7JKy7/Htr^fI) 8 X 40cm A (/Ht7 7ftl) Srffl 

ififjttbTPBS, ^ttlliitLTO. 02M ^U5/>tI» (pH 3) £ 
fUT77^f^-ISLL ^tbM^^lM Tris (pH 9. 0) L TpH7. 2 

#®^ilSbfeo IMM$tifcJn;#:t§lR^. mmn (10000;*; «/K Spectrum Labo 
ratories*±S) ^ffi^TPBSfcigi&l^ ?L^0. 22^m (Z)^ >y ^ ;V^-MIL 
LEX-GV (5U^T%hK) Tr^Mb. If M t h SaTRAIL-Rl&tf 112^7 # n -± 
;VK#^#7t 0 WSSK'*©?*iS^280nmCDP^^S&fJj^b, lmg/ml £1.4 0D <h 

t bifiTRAIL-Rm^^Ey ^n-^;PirL#^^-tft«Jim ©II©»J^T©77?* 
(CXtTofeo £T\ t hfeiTRAIL-RmtXR2^E/^n— ^-;i-in:f$^^A^^iJ F — 
^£10ng/ml Recombinant Human IL-6 (R&D Systems%fc.SK 10% Low IgG Fetal B 
ovine Serum (HyClone&SD ^eRDFigi-fil (tlJjCS^&SD KiiiKfcU&o CcolK 

^W>~>^U> (5Mg/mK H-T-;i/x;V1±M) * thf7>X7x 

U> (5Mg/mK if— T— ;i/x;i/^fc®) , i^y-^75> (0. OlmM, 5/ 

^7tll) ^ ltI/>fthU7A (2. 5xlO" 5 mM, ->^vth®) , lOng/ml Reco 
mbinant Human IL-6 (R&D SystemsliMh 1% Low IgG Fetal Bovine Serum (HyCl 
one^fcM) &meKDmi& mMMmftM) tiftbfc, y 5>X n kiTigii U A 

_k?jfte. 10^m hQ.2nm(D7^)V37— JL> 7^±M) tftb, /W 
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mmmxfc%co\o2os (atcc no. ccl-222) izMT&mmttm mm fe&mmvrc 0 

10% FCS^^^RPMIigiffiT±g#bT^fcColo205IEBIlS^2. 5 x \Q 4 M\(Dmm\zmm 
U #^a:;H00AilT^^96^¥iSyP— h K^h>f> 7^>V>ftfi) \z 
ft&Vfco 37°C, 5. 0%Mm^JXTTr24fftraig«Ufe^, ffiMtfifc&lfemmQ. 1 
00, 1000ng/ml^^^) J;-5{c10m l/^^^T^Dx., 2 Sfc^Sxk HgG(r) #M 
m^\) ?u—j-)Vmif (y^TliS) ^MlO/^g/mlKi/^cfc^ K:, 

( r ) #^^^U ^ n -±)Vm* £ tsjn Iftl^iJ^ 11=© L- „ Intern > h 
Jl/tbT, t hiM*. TRAILS >/\°^K (R&D SYSTEMSftiS) £«^0. k K 10 
ng/ml-r-ffiJSb?to litt3>hn-Jl/tLT, t hlaHSA£i#:£M L-fc* 37°C, 
5. 0%^M^JXTT48B#K**b, iri#:tffflfla^M»g^#:^SJ^^-t±/to *>fc 
"Q©SjS^&7fc D O^iti 1 2 0 lTliofco fc33. 0 3 0 4 tKMTR 1 \Z 
~d ^TUs nx U — Tr^S^^irLh MgG (r) #^^7 £ n— ±;i/irc 

(DfxiSfcMcfcfc X) CtlH 1 10/i lT?dfeofc 0 MTSfiCI! (Cell Titer 

96 AQ DE0US Non-Radioactive Cell Proliferation Assay: 7°n^^j%hS) 

^XTTr2P#Kig*Lfe^. $c*490nm (#fM*630nm) X(D^^tm^^-( 2 n 
7>-hU-y- (1420 ARVO T;i/^^^;i/*'>>^- : WALLACftSS) 

iflfltS (Tissue Transformation Techno logiesftji, In Vitro Technologies^ 

m izM-t^mm^mmm^mmvfr. ^-rmmnmm^srcxnmv, cmbs 

GOigm (CEDRA&K) &m ^T7. 5X \tfM\<nmmzmUVtz.mz, #^ai;H00 
M 1T^^3 ^-^r>^-f h$nxi'^96^¥^^°l/— h (^ h>^ 

^^^>v>%h^) id^abfeo 37°c, 5.o%mwfixTx4.5mmmmvfcm, 
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Ikmmni (-f>->zrU> (20Mg/mb v-^ft©) , tf)V%3> (7ng/mK z/if 
7tD , /WKD3^V f > (7. 5/ig/mh 5/^*±M) , t hEGF (20ng/mb 
^^h>fV7 + >y>tI) ^DMEMigi-ft b>^-f±®0 ) XttCM5300±SM^ 

JV^m^. $5t:tffih MgG(r)#iSKJ*U ^ d-^;i4/l# (v^-tt-M) 
^IIMIO, iOOMg/ml^^:§ci:5^# r >x;^{clOMlf i! ^lfOA/to fX#b7c/W 

2jnb&^?:c^£ f^gg b 7c o ltt3>hn-;vcLTth ^HSAtfcf* £ mm b tc „ 

37°C, 5. 0%MS^XTT24P#Ki«b, ^#£>lfflJISSM<Dg^#:£SJfr$i*:fco 
^i^®MM^7t^O§i«l 2 0 u lT^ofco 0 3 0 4 tKMTR 

1 fco^Tte* ^n^U>*-t$l)t^KtMgG (r) ilBt/^n-t 

ivm^imx-f^mwi m5\z^^x item) fefTofc, z\(Dm^(ox> 

£o©KJfc^a5fc9©^*K£l 1 0 1 T35ofc. i#*c7)^, PBSTffiMJi&£2lHl 
8fc#U 6-^o:;W;:PBS£100/Hfln;l, $ SfcTriton X-lOO^vlgO. 8%£&S 
KllO/z l/^7oi;VXJnx-7Co 37°C-eif^r B E !#Bb^^TV^HH$lHBS^^f 

pj^^^50^ i/^m^^S/^^geTt^FJieyi/- h- ^ b ldht v ± < £ « b fc<, l 

DHT (CytoTox 96 Non-Radioactive Cytotoxicity Assay: r/njrt 

h«^b, ^M*e304>^#gbfe^ Soffit M (1M ftt : 7°P^^aM) 
&5Qnl/y ^JWMpl, ^S492nmTCO®7 , £S&T-< ^D7>-h i j - 5/— ( 142 
0 ARVO ^;W^^<;i/*-i7>^-- : WALLAC&fi) iCTiffljtbfco LDHcDlf Sffffiffi^ 
iltLT, SS|flJ3S©^^*^3tbfco ^ :n ;V © in J® <7) 'AiWm VmiMW 7 t [HI 

$e>^, 3?a4bfe^^^fflViTI^TCD^TLD50ffit^^^bfe. HJiibfc^ 

^W4S$^yn7 h b, y°uy h bfc *TI$t D So & ©£l££/«£5l^7Co 

#SS^Bf^b, LD50fltibfeo 

IS^^HI 5 a-lMU^ig 5 tdjfcTo 0 5fc^ViT, MAT ^81 (-#-) 
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lE^ft h^mmm&, wig-c^m c— ♦— ) tecoio205ifflj&£^:bf □ 
©igm^^c g5n hifLTRAiL-R2^:y $ a-^jvm^co-xmmm^o 

lo205, SO^IE^h hBfHSHH^^^i-§lffl^?EM^^i4 (LD50ffi) ^^fgT 
^:Jil!g|ffllSColo205^^TSLD50fii«, 96^^07°!/— h OlTt^fc 0 100 
At l(Dig±^^2. 5X 10 3 ©|ffl^^Sab, SSBWMfc b JrLTRAIL-R2 ; E 7 % U—i~)V 

lE^t bummmmizMir &iMomte, 9&yiw-my°u~ h&iftmtz d ioom i© 

Jg*6tc:7. 5X10 4 ©IE^IH^ (khfPffl) £«b, I0»fik h ^lTRAIL-R2 ; & 

14 3 > h n - ;V <h it t£ b T HJ fc: C o 1 o2 0 5lffl IS \z ffl £ Mi" % '14 $> § 
3, L-30-10. KMTRlte, t hffiM^STRAIL^ffl®*n;#:H-48-2^i;bKbT, b ME 
£fc, KMTRl«^Jfi^iI4©^mj; D TRAIL-R1 <hTRAIL-R2i©M tlg^- 

£ £T\ L-30-10 10 m g/ml £ffFiSM »;tin bT 4£#^50*£A±£^ b fz.Zh 
j0>£>, L-30-10©LD50«10Mg/mm±^$»«)o trt#:«SS.^#^<& 7° n y h b 
fe^^7^e»lHf!»ft#fci; VLV50&7&lbrzhZZ>, 24ng/mltWm~£tLfr 0 
F-4-8tt0. lMg/ml^lf^ffllSfc^iPb7cBt^T^#^^50%^T^eS.ofe^^^?>, 
F-4-8«LD50teO. l/zg/mlKTT^5. L-30-10<^ |WJ«fc|pf!#Bt^^S^ViTLD50 
^ft^bfelg^:, 0. 002 Mg/ml^^tB$nfeo KMTRl^m>lM<£>LD50te, tfe^lO 
iig/mia±Tfe§ut^iilL t^kMgG(T)#l^U^n- 
^;i/Kf££MbT^&^B# (KXT r^3£©^Fj . KMTRltelOO/zg/ml© 

ta#:»^^JDbTfeffFIllEIS©^#^^50%^~FlHl§ ^tHi^ofclt^B, 
iM CO m ©LD5 0 S 1 00 pl g/m 1£U:T § d t £ ffllig b fco 

^JC, lE^b hBTIffl^©LD50^Colo205^ffl^©LD50©fsj^T : &^^, ^©Jb (N 
/CJb) £^£>fc<, ^©7^^ 3KM*t:*E-11-3«N/C = 25.45 (10^±), DIMteN/C 
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=67^± (im£X±.) , 0304¥&<£B#fc*N/C=50 (10fg£*±) , L-30- 1 0 t^N/C = 240 (1 
^^ttl:inx^§^i^^ofe (^5) o 



5 



JftSlfcL b£rCTRAIL-R2 




Colo205 


N/CJfc 


irC#: 


LD50 (ng/ml) 


LD50 (ng/ml) 




E-11-13 


2. 8 


0. 11 


25. 45 


F-4-8 


0. 002 


0. 02 


0. 1 


H-48-2 


0. 12 


0. 15 


0. 8 


L-30-10 


24 


0. 1 


240 


W-40-5 


7. 47 


0. 7 


10. 7 


0304 


0. 002 


0. 02 


0. 1 


0322 


0. 06 


0. 04 


1. 5 


KMTR1 


>10 


0. 04 


>250 


DIM 


>10 


0. 15 


>67 


0304 (mm 


1 


0. 02 


50 


kmtri (mm) 


>100 


0. 1 


M000 




0. 25 ng/ml 


2 ng/ml 


0. 125 



U2518HB& (Wmwmm^, IIy->/t>^ No. RCB0461) , JurkatSBBBS 
(TSfflBSU >^JKS5l5, ^B^iOW^ftSD fco^TtfeftfUfc. U251JHHJ®tc: 
96A 5 PJ£yV'— hOl^&fcD 100 /xl ©^i-felc 1. 0xl0 4 ©IHM^ 
ML, 37°C, 5% C0 2 #ffiTTig§ib, jTL^^HB^JOb, tfrf2IS^T^48B#K 

1/— b(Dl^SfcD 100Ml«^±fif-4. 0xl0 4 COlHiaSS@b, Jjvffc^gsjnb, 37°C, 

5% co 2 ^teT^4mmmmvt^mzm%&(D^m&mmvfr 0 sit, &mk<Di\) 

50-fg (-^{i«Mg/ml) £^To 

E-ll-13(DU251IHfla^^T^LD50:0. 3, JurkatlfflHS^^T^LD50 :0. L 
L-30-10©U25UffiMfc^T^LD50:0. 17, JurkatMHStdMT^LD50:0. 13 0 
H-48-2CDU251«ffl!S^-r^>LD50:0. 24, JurkatM^^MT^LD50 :0. 07 o 
F-4-8©U251JifflJ3§tcMt* SLD50:0. 03, JurkatSfflJ&Jc^f SLD50 :0. 004 o 
W-40-5©U251IHIS^^T ; 5LD50:1. 0, JurkatffflMf-^T^LD50 :0. 48. 
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^.m b feffi« © A ^ $ £$Jj£ b , b TII©^^ $ 1 00mm 3 X te300mm 3 1 

fSSirCl* 1, 4, 20, 25, 100 m g/^XfSK* (200 m 1 <D?KS\zmffi b t> CD) £ 
J£#b, Ii©^t$^|i]£Lfco Jtl#©|^'I43i> hn- )V (Control) <hbT, 

#E-11-13, F-4-8, H-48-2. L-30-10, W-40-5£l/Ag/^XM#Tl£#bfci£T i 
tt, H-48-2iCjiii^jm^^Stl, E-ll-13, L-30-10, F-4-8, W-40-5©JlS"etrCffl 
m*^ll<7d:-3X^7c (0 6). I3 6{C33^T, 3 mfiSH&!^bfcf$ Kl, ^ZfHf® 
BftkbT^T^ < i «fe 13 0 F^MWP$tl~31^^^:^ia^$tlfc (H-48-2 

E-ll-13£4, 20. lOOMg/^XW^K^bfc^-Trte, ^bfcT^X^T 
(C^^T^JHJS^J^^It^Snfeo 20//g/^ T >XflS#:©S#«fc43^T« : &JB« 
)iai^^e>nfe(EI7)„ H7^:feUT. 4tHPSB^#bfcB#^, WHI^^Bt 
^^ff#bT^fj:< chfellSf^^iiWPflfrj-agli^m^tl^^nfco 20 /*g/^ 
XlB{«4 0RS0;j£# (M7 0f, 9 am. 1 1 Bt, 13 0f£^J&#) b7c 
f¥ £ & 5 M^f* © *g Jfi^fc fct £TF<£> ® 9 & o Tc „ 

20^ m 7 (d 9 0 kmmo (DmmmM(D^mo9. 5mm 3 , 
«Diuis-#4 Bii (0 7 © i 10 izmm) (DmmmMcD^mzss. imm 3 , 

SJHIS# 6Bt (07O130 IdiSES) ©«fl§#:*i©¥±W64. 3mm 3 , 
8Hf (0 7 CO 1 5 0 KlMMO CDB^#:fI(DTO^61. 8mm 3 o 
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TObT^SOOmm^fc^ffiiJS^X 7 E^lSt bX. E-l 1-135:20 /a 
g/T^^I*TS4LfelS^ ^g&ffi&jI^M^ftfc (1^8) o 08 11^3 

3mmB&-^Lfcmiz, ^um^m^Bmmhx^fs:< 1 8 smium 



£00^4 Hf (18013 HlciS) ©Mlf*ff W:Emi81. 8mm 3 , 
5 0# (B8014B CiS) ©®0&St©¥*£fc3:146. 2mm 3 , 
W®$L J *6B& (08©1 5Bf«) ©®-©f#«©^«110. 8mm 3 o 
«amig#7H^ (08©16HtCtS) coM-»f*f*CD I P^J^82. 7mm 3 0 
*aiUS# 9 Bf (|8©1 8 B \zmm) <DM& fom<D5ft%\ttl. 5mm 3 0 

3o®s# i ibi (i802 ob izmm (DmmmM(D^mt.n. 3mm 3 0 

*UIUS:# 13HI (HI 8 © 2 2 0 ©It&teStOTJ^telOS. 1mm 3 „ 

Wm^- 1 5 Bt ( HI 8 CD 2 4 0 fcM^) ©ffi^f^ll©^i^«l27. 8mm 3 0 
#J[Hli§:# 1 8 0f (IE! 8 © 2 7 0 \zm^) (DWBmn<D^i%tem. 3mm 3 „ 

Snfeo C©lf/lN«^# 1 8 0^TrfeliJ#$nT*5 *^^©Jn:#:«fft^^fi 

O3O4^#:(D^'l4I¥ffi^^T0#{CtTofeo 6jl^®Balb/c^— FT^X (B* 
^1/7 m) fe^DSiA) ©itHI^TK:, ^:Mi)SM^Colo205 ^5X10 6 / v T^Xl@ 

7ClJBfti:, MM£rL#: 20/z g/^XfW (200 # l<£>PBSfc:?gJ$¥bfc&£0 

©-»©A#$^a'J^bfc 0 0304^20 Mg/^^XlBI-f^T- 3 tHIPB Bfe# (^ 



SO fee 
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8 Bit, 1 0 El ft, 1 2 BWzm-¥) hfcMisfe, 

Jri:JB^m^5S^$nfe (HI 9) „ ffi-Jg^flo^B^^^^^T^aOTfeofc. 

#jmiS:-%- 2Ht (a 9 <d i o s izmm) (Dmmmnomm42. 092mm 3 , 
?oihi^#4 sit (@9©i20 izmm (Dmmmno^-mzu. mm\ 
wmgL J 3-7H&. m9(D 1 5 Bizmm) (ommfomvw-mzis. 64imm 3 , 

#JIHg:#l 1 0ft (0901 9 0 fcf^iO ©ffi^{*IIcDTO«9. 339mm 3 0 
S#fflS^4 0^©B«#:a«|t)34. 138mm 3 ^feD, 65%^±0««0ig/J^fg 

1 251^©Balb/c^— FvS/X (0^1- T (I*) *L«fc9 8flA) © 

fc^^bfc®^©^:%$^a'J^U, ffi^cD^^^^^ifelLT^lOOmm 3 ^^^^^ 

Mg/V^Xfif* (200 m l©PBSfc?MPL7t^0) &&#L, JB*0^$£PJae 
Lfco irL-f*©pt'l4n> hn-;V (Control) tit, |wj»cDk htffflsm&&tie.m 
hTc, 0304^25/ig/V^Xffl#:*r 3 IU1S# (*» 1 0 0fJL 1 3 1 5 0^ 

io) „ mmfom<Dmmmkte£AT<Dm<ox&~ofc a 
&nnt£# 3 (Bi o©i 3 b izmm) commmt^muu. 626mm 3 , 

5 HI (0100150 K: %% ^ ) 0M-*#;i»0TOW:32. 357mm 3 . 
Wm^-¥ 8 0t (B1O0180 fc^) 0ffiil#*i0¥±SfW:15. 895mm 3 , 

wm&Jj-i 2 bw (iio02 2 b \zmm) <DmmmM(D^uu. 3nmm\ 

®m&-¥ 150 ^ (0 100250 \zmm) (DMmmicD^mQ. 654mm 3 . 

wm^-¥i 9 Bm (010029 Bizmm) (DrnmrnM^^mT. 565mm 3 , 

?s0H]$:#2 5 01 (@lO03 5 0!:iS) (DWmWW.(D^mti. 802mm 3 , 
^UIUS-^2 9 01^ (0 10039 0^st^) ©lifti©¥ 1^1*27. 092mm 3 , 
SJHIS#3 2 0ft (010042 B^Hj) 0fig|#:;i*0TO«32. 92 1mm 3 c 

^nits-^ i 2 b?^ (0100220 ^^^) ^, 5 12541 3 mxB'&^m^m 

%jmWL-¥ 3 0 It 0fi«# fitted 54. 626mm 3 T& 0 , 45%^-h0ffi-)«0lif /J^ 
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± © m © /jn m% ®t>ntc 0 zl am^m^ 32s wc^ttn^nx^ v . 

^43, H9^IK1 0 t£>t^T, TVehiclej in#:SrS#T-5 fC&fc DH^lT 
3&©^#£bT&;BbfcPBS (200m 1) ^a^To 

0304, KMTRmiJli&^il 1 1 {-^3 V^T^$ nt «t -5 K:, trC#:^^(D^Ftc:*3Vi 

^ ^ ^ ffls^E £ 33 ^ t & em t^m&Jj^z^w. m $nxv^. d © m \z 
xmmm^mmazsm.mmm^^Ttnm^ trai l-r mzs/x «trai l-r2 & 



mMM 1 3 ffiSt h^TRAIL-Rl^TRAIL^^/ & u — ~3-MRfom\{klL- 
R 1 S I/TRA I L-R 2 ^ ^ In -a IS f P f£ 

^JEM10^^#Sn7t#S®t M/rTRAIL-R^&y # n — ^ © TRAI L-R tc M T 

I^T5c:fB«T^77£i}c:fe TBI AC ORE 2000 (tfTnT^^tfc 

1) TRAI L-R 1-hFc, TRAIL-R2-hFc<E>H5£ft; 
TRAIL-Rl-hFcX«TRAIL-R2-hFc^l0mM Acetic Acid (pH4. 0) 7?$&mmiQ u s/m 

WI^0J»fBm©77?*fc^ofeo TRAIL-Rl-hFc^tXTRAIL-R2-hFc©*^^°U >^ 
(@^^#) 
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_tfB&#f£«fctU iz>lt-^^^±^TRAIL-Rl-hFc^377. 4RU^@^$tl, T 
RAIL-R2-hFc^495. 4RU#*@j£te£ tlfe H <h^?ifS$ nfe D 

2) iS^ft&tm^tea^lg 

20Mg/ml©*S®t h^TRAIL-Rl^y ^ u—)-)Vm^ 2-6£, TRAIL-Rl-hFc ^@ 
Jt-ffc; b fc-fe >t)— 5; y°±lz2^mmnV, SrC&asTRAIL-Rl-hFc <hf£l=r b Z. h 
&mm\stL. ^©fSs, 50 mM NaOH£15#P B 1«!b, Ipo - b 7^iri#^TRAIL-Rl-hFc 

Lfc„ IffebfcTRAIL-Rl-hFcfcl^b, M20 u l/^tflt MriTRAIL- 

Rl-Tl-y ^P-±;i/?n-f* 2-6£KINJECTi£ ( 1 #Hflijgi^ 1 #HBfl?8§) T?»DLfc 
^£50 mM NaOH£15#ra«b, TRAIL-Rl-hFc^S <!: V> 5 ^ 
9@lllfc. i7)V& 9 LHlliiMb^k, t>-!j-?7 7°±Hifftb 

fcTRAIL-Rl-hFc»43^TO#©|g^»fc^^«II^^tl^o^^ t^^, 50 mM 
NaOH<m5#P«Jn-C, TRAIL-Rl-hFc^^T?) £ < f5££*i-5 Z. ii&Wbfr 
tte-ofz* mmoWin%:, TRAIL-R2-hFc £H^fcb/iiz>1t— 5Fy y<h20Mg/m 

^•TTRAIL-R2-hFc^S^nJ|g-rrS^ ^ t ^ai^bfco 

3) muftm&M 

fflffib hiaTRAIL-Rl^y if U-j-)Vmfa 1-13, 2-6. 2-12£^n j c ? nHBS-EP 
(H7 3yfc^%k®D T, 2.1, 4.2, 8.4. 16.8. 33.5, 67.0, 134. OnMfc^Pg 

M) ^ffi^TJU^Mb, iz>-y—^5A^IX#bfc 0 ffiigthtrCTRAI 
L-R2^E/ ^n-^Hrtfls: E- 1 1-13. L-30-10, H-48-2, F-4-8, W-40-6, X-14-4£ 
-tn^nHBS-EP (H7 3 7ttS#t.I) T, 0.52. 1.05, 2.1, 2.09, 4.19, 8.3 
8nMKlj§£l«fKb, ^K{*©#|R^^iJ^^3S20Atl/^-T:KINJECm (2^f B ^^-. 

-€-n-€ r n©-fe>it— if7&&m <^T. BIAevaliiationVy h ver3. 2 (H7 3 7f 
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5£#r%tM) tJkinetics^iff^frofco Fi 1 1 ing model t bTBivalent model 
£/B^TGlobal fitting£fr^ ffi&m&fe&i. BMm8t%:$Sc&$t®fcn 
^©-•^(D^^^S^m^ns^ilt^^: (Kdfi) £Jfii5bfc 0 fitting^ 
J£Ufc-fe>-tf— ^^A«n> b n— ;Hz;i/^b3l^, $ SKibufferfitlEbfc'fc 
©T*§ 0 !^^S6Ri;S7fcSto ^©kasste^jSSSi:^ kdisste 



6 



ifitSSt: hiriTRAIL-Rl 


kass (1/Ms) 


kdiss (l/s) 


K D (nM) 


j 1-13 


1. 08X10 5 


4. 58X10" 4 


4. 24 


2-6 


1. 62X10 5 


1. 86X10' 4 


1. 15 


| 2-12 


1. 63X 10 5 


7. 80X10" 4 


4. 79 
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iSt hirETRAIL-R2 


kass (1/Ms) 


kdiss (l/s) 


K D (nM) 


E-11-13 


5. 27X10 5 


3. 84X10- 5 


0. 0729 


L-30-10 


6. 13X10 5 


1. 44X10- 3 


2. 35 


H-48-2 


5. 75X10 5 


1. 58X10~ 3 


2. 75 


F-4-8 


5. 63X 10 5 


7. 05X10" 4 


1. 25 


W-40-6 


1. 74X10 5 


2. 92X10" 3 


16. 8 


X-14-4 


6. 55X10 4 


2. 93X10" 3 


44. 7 



(1) E-11-13, L-30-10, H-48-2iri#:me^©cDNA^n-- >^cb^?l^^^ 

A-f^U F-^E-11-13, L-30-10, H-48-2^ lOng/ml Recombinant Human IL-6 
(R&D Systems&SK 10% Low IgG Fetal Bovine Serum (HyCIoneftSD -g-^eRDF 

K-f*cDNA(Z) nS^mmcDZ n-~ >tf\t, SMART RACE cDNA amplification Kit 
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5jig<Z> total RNA^ifMibT, 1st strand cDNA^f^Mbfe. 

1) 1st strand cDNA CD<£n$ 

Total RNA 5jug/3jul 
5'CDS ljxl 
SMART oligo ljul 

5XBuffer 2jul 

DTT I ill 

DNTP mix ljil 

Superscript II l^il 
^JPX-42°CT : 1. 5P#FHH >^rt^- ML 

100 M l(7)Tricine Buf f er^iPTlfcfJL 72°CT: 7 #Hfl-f >^o.^-- h 
1st strand cDNA£3£#L7c 0 



cDNA(Z)^iiiSfctt, Takara^fccBZ-Taa^JB^fco 
cDNA 2(ul 

lOxZ-Taq. Buffer 5^1 
dNTP mix 4jj1 
Z-Taa l|ul 
7 0 ^-<^-l 

y^-r^-2 
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±m&j&(DKmm&mmiM7k\zTmm^m50ixitv, pcR^ttb^, 



&m<DmB\zU, UMP (SMART RACE cDNA amplification Kit ; Zu—y^-yZ 
%M) thh-6^^-f V- (5'-GGT CCG GGA GAT CAT GAG GGT GTC CTT-3') ' (BB^J 
£fflV*> 98°Clf>\ 68 D C30#GD+M #;i^30Hn&& 0 5gbfc„ 2 £ fc, £ 
1 nl^Mi: b, NUMP (SMART RACE cDNA amplification Kit ; ^D- 
y^ry^Ztm) thh-3 ^7^"7- (5'-GTG CAC GCC GCT GGT CAG GGC GCC TG- 
3') (SB^'J#-^8) $MViT, 98°C1#, 68°C30#©1t-r ^;l-^20[lI^f9 3gL^ o 
£<Z>^ iMbfcPCRM^PCR purification kit (^T^r:>4±S) {d^Dff 
Mb, hh-4 (5'-GGT GCC AGG GGG AAG ACC GAT GG-30 (IB#I#^9) &y°7-f 
T-ttT, ^SBB^J©^^^fT^>feo la^iJ'If fS^ e>, E-ll-13, L-30-10, H- 
48-2© 3 V D->BN*ii©E?iJMtT^I. C +J-^^ 

□ - - > ^r^ssib ^ ^ 3i © y° ? -r v - & ^ b „ mmmm^mz, 

tnH48KBgl(5'-ATA TAG ATC TCT CAG TTA GGA CCC AGA GGG AAC C-3') 

feo il^y^-f ^— ttnCHNhe (5'- GAT GGG CCC TTG GTG CTA GCT 
GAG GAG ACG G-3') (MH^J#^11) V>TPCR£fr ^ (98°C 1 ?<K 60°C30 

72°c3o#) , fiiiiiipicDNAiifjt^saib NnerapHbb, m—mmxmm^n 

X V^cN5KGl-Val Lark^^^ 7 — (IDEC Pharmaceuticals, N5KG1 (US patent 
6001358) ©$c^^ — ) {cafAbfcc Jf A$nfcB33Wdirect sequenced 

HilW:, UMP (SMART RACE cDNA amplification Kit ; ^o->fy^aiS) <h 
Ilk- 2 (5'- GTT GAA GCT CTT TGT GAC GGG CGA GC -30 (BB^J#^12) 

98^1^ 68°C30#(Z)^-1' ^7Jl/S3O0^D3MbX^ipIb^ o 
Z\(DK]fcifcl ixl&mmtV, NUMP (SMART RACE cDNA amplification 
Kit ; 9 D->7"y a^M) thk-6 (5'- T GGC GGG AAG ATG AAG ACA GAT 
GGT G-3') (@B#I#^13) Srif^T, 98°C 1 #\ 6 8 °C 30^(731^ ^ ;i/£20lHlli 
DIlfc 0 ;n©^ iiijjgbfePCR^tl^PCR purification kit (^yy>*± 
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M) fccfcDlSffiL, hk-6 (5'-tggc ggg aag atg aag aca gat ggt g-3') 7°71"T- 

© SB # — gfe L T l i5 n <h # to ^ o . it :/ ^7 n - - > ^ \z M (D y° =y -f 
£^fflbfc„ BH^JIt^SStd, tnH48Hsal (5' -ATA TGT CGA CTA GGG 
GGG GGG TTT CTG AGA GT03') (BH^J#^14) £^J&U, Z.(Dy°?^^ — 
&m^T. R-ttJjfafr S felB^J^&^bfe. ^169^7^7- itnGkBsi (5'- 
AAG ACA GAT GGT GCA GCC ACC GTA CGT TTG AT-3') (SB^J#^15) £ 
m V>TPCR£frV> (98°C1#, 60°C30#\ 72°C30#) , igiS^tlilcDNAIIf Jt £ 
BgllL BsiWI-C^bU l^l-@l*T^?^$nT^fcN5KGl-Val Lark^^-Kl^f 
Al>7c 0 #A£nfcSB^J^direct seauencefCcfc^T^^^nfefeWchlwl^Tr^ 

<E-11-13 fi§|pJl£i|:t§S> (@B^IJ#-^ 16) 

GTCGACTACGGGGGGGCTTTCTGAGAGTCATGGATCTCATGTGCAAGAAAATGAAGCACCTGTGGTTCTTCC 
TCCTGCTGGTGGCGGCTCCCAGATGGGTCCTGTCCCAGCTGCAGCTGCAGGAGTCGGGCCCAGGACTGGTGA 
AGCCTTCGGAGACCCTGTCCCTCACCTGCACTGTCTCTGGTGGCTCCATCATCAGTAAAAGTTCCTACTGGG 
GCTGGATCCGCCAGCCCCCAGGGAAGGGGCTGGAGTGGATTGGGAGTATCTATTATAGTGGGAGTACCTTCT 
ACAACCCGTCCCTCAAGAGTCGAGTCACCATATCCGTAGACACGTCCAAGAACCAGTTCTCCCTGAAGCTGA 
GCTCTGTGACCGCCGCAGACACGGCTGTGTATTACTGTGCGAGACTGACAGTGGCTGAGTTTGACTACTGGG 
GCCAGGGAACCCTGGTCACCGTCTCCTCAGCTAGC 

<E-n-i3 mm,psmn&x> (bh^js-^- 17) 

MDLMCKKMKHLWFFLLLVAAPRWVLSQLQLQESGPGLVKPSETLSLTCTV 

SGGSIISKSSYWGWIRQPPGKGLEWIGSIYYSGSTFYNPSLKSRVTISVDTSK 

NQFSLKLSSVTAADTAVYYCARLTVAEFDYWGQGTLVTVSSAS 
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<E-n-i3 mM^^mm> (mbm#-§- is) 

TCACAGATCTCTCAGTTAGGACCCAGAGGGAACCATGGAAGCCCCAGCTCAGCTTCTCTTCCTCCTGCTACT 
CTGGCTCCCAGATACCACCGGAGAAATTGTGTTGACACAGTCTCCAGCCACCCTGTCTTTGTCTCCAGGGGA 
AAGAGCCACCCTCTCCTGCAGGGCCAGTCAGAGTGTTAGCAGCTTCTTAGCCTGGTACCAACAGAAACCTGG 
CCAGGCTCCCAGGCTCCTCATCTATGATGCATCCAACAGGGCCACTGGCATCCCAGCCAGGTTCAGTGGCAG 
TGGGTCTGGGACAGACTTCACTCTCACCATCAGCAGCCTAGAGCCTGAAGATTTTGCAGTTTATTACTGTCA 
GCAGCGTAGCAACTGGCCTCTCACTTTCGGCCCTGGGACCAAAGTGGATATCAAACGTACG 

<E-n-i3 mm pj^fi«> (sb^j#-^§ iso 

MEAPAQLLFLLLLWLPDTTGEIVLTQSPATLSLSPGERATLSCRASQSVSSFL 
AWYQQKPGQAPRLLIYDASNRATGIPARFSGSGSGTDFTLTISSLEPEDFAVY 
YCQQRSNWPLTFGPGTKVDIKRT 

mmwk(Dmmmife&te, @H^j#^i6©5'^^e>3o#@©T^-> (a) 

teD££ATGn F>Tr&tU iJi#"5T^^t^^C0^#«5 , 5N^6)461#S 
©T^^> (A) t462#B©^T-> (G) MM&m-fSo 

t, mfi"5j^^^^ffi^J#^i7©N*^^e,i44»g©-feU > (s) ^s^^-rab 
0. i45#a©r^n> (a) »tt«^§o *tm^nfca$i^eK©N 

(S) ^^^©N^^«BB-^I#^17©27#@©^;i/^5> (Q) 

§ £ £ 9! £> ^ £ & o fco 

jg iidna © m m m & « , IB^'J# # 1 8 <D 5 • ^ e> 3 5# g © A#> 6 fc£ C £ ^> ATG 

n h>tSiD, -pimmmm'^^^Aimm(Dr^~y (a) 
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<L-30-10MiInJ^M^> (@3^'J#-^20) 

GTCGAGTACGGGGGGGCTTTCTGAGAGTCATGGATCTCATGTGCAAGAAAATGAAGCACCTGTGGTTCTTCC 
TCCTGCTGGTGGCGGCTCCCAGATGGGTCCTGTCCCAGTTGCAGCTGCAGGAGTCGGGCCCAGGACTGGTGA 
AGCCCTCGGAGACCCTGTCCCTCACCTGCACTGTCTCTGGTGGCTCCATCAGCAGTAGGAGTAACTACTGGG 
GCTGGATCCGCCAGCCCCCAGGGAAGGGGCTGGAGTGGATTGGGAATGTCTATTATAGAGGGAGCACCTACT 
ACAATTCGTCCCTCAAGAGTCGAGTCACCATATCCGTAGACACGTCCAAGAACCAGTTCTCCCTGAAGCTGA 
GCTCTGTGACCGTCGCAGACACGGCTGTGTATTACTGTGCGAGACTGTCAGTGGCTGAGTTTGACTACTGGG 
GCCAGGGAATCCTGGTCACCGTCTCCTCAGCTAGC 

<l-3o-io mm^.WM> (BH^J#-^- 21) 

MDLMCKKMKHLWFFLLLVAAPRWVLSQLQLQESGPGLVKPSETLSLTCTV 

SGGSISSRSNWGWIRQPPGKGLEWIGNVYYRGSTYYNSSLKSRVTISVDTS 

KNQFSLKLSSVTVADTAVYYCARLSVAEFDYWGQGILVTVSSAS 

<l-3o-io mm *r^*&> (&m^f 22) 

AGATCTCTCAGTTAGGACCCAGAGGGAACCATGGAAGCCCCAGCTCAGCTTCTCTTCCTCCTGCTACTCTGG 
CTCCCAGATACCACCGGAGAAATTGTGTTGACACAGTCTCCAGCCACCCTGTCTTTGTCTCCAGGGGAAAGA 
GCCACCCTCTCTTGTAGGGCCAGTCAGAGTGTTAGCAGCTTClTAGCCTGGTACCAACAGAAACCTGGCCAG 
GCTCCCAGGCTCCTCATCTATGATGCATCCAACAGGGCCACTGGCAGCCCAGCCAGGTTCAGTGGCAGTGGG 
TCTGGGACAGACTTCACTCTCACCATCAGCAGCCTAGAGCCTGAAGATTTTGCAGTTTATTACTGTCAGCAG 
CGTAGCGACTGGCCTCTCACTTTCGGCCCTGGGACCAAAGTGGATATCAAACGTACG 

<L-30-10 iinjff^> (@H^IJ#-^ 23) 

MEAPAQLLFLLLLWLPDTTGEIVLTQSPATLSLSPGERATLSCRASQSVSSFL 

AWYQQKPGQAPRLLIYDASNRATGSPARFSGSGSGTDFTLTISSLEPEDFAV 

YYCQQRSDWPLTFGPGTKVDIKRT 
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(Dyy^-y (a) t462#acD^m> (o FBitcfegfSo 7s.ymmm\z&\,* 
t, m^Rr^^ttia^j#-^2i©N*^^e>i44#a©-feu> (s) 

145#@©T^^> (A) JM^#»1-C<fc£ 0 jS^BH^S'JV^ hr^i 
T (Signal P ver. 2) fcitK Sit© v ^±;i/|B^jte@B^J#^21©N*^ «fc D 26 
#@<DizU> (S) STtflStifc, ffiS^tifeM«iSfiS(DN5k^^WfcJ; 
aiI©~>^^;HH^J«@H^iJ#-^21<DN*^^ D26#@(D-feU > (S) £TT?£>D> 
^fa#©N*^«IB^J#-^21©27#ScD^;P^^ > (Q) TS&SiM^^S: 

igllDNA© H1R HH * fei, !H^J#-*t 22 © 5 ' 5fcS#> S 3 1# @ © A#> & « C £ S ATG 
nF>Tr&D, rJ^««5' ^41 1#B ©T^~ > (A) ^T*Tfe§ 0 75 

y mmniz^^T, w^M^teBB^j#^23©N*^5&*£>i27#@<DU> ? > (io ^ 
^#-^23 ©n*^ d2o#b©^u (g) ^^#:©n*^«bb^j 

#-^-23021#B(D^;i/^5 >m (E) Trdb^ ^t^HHe.^t^oTCo 



<H-48-2M§t (®H^J#-^24) 

TCGACTACGGGGGGGCTTTCTGAGAGTCATGGATCTCATGTGCAAGAAAATGAAGCACCTGTGGTTCTTCCT 
CCTGCTGGTGGCGGCTCCCAGATGGGTCCTGTCCCAGCTGCAGCTGCAGGAGTCGGGCCCAGGACTGGTGAA 
GCCTTCGGAGACCCTGTCCCTCACCTGCACTGTCTCTGGTGGCTCCATCAGCAGTAGTAGTTACTACTGGGG 
CTGGGTCCGCCAGCCCCCAGGGAAGGGGCTGGAGTGGATTGGGAGTATCCATTATAGTGGGAGTACTTTCTA 
CAACCCGTCCCTCAAGAGTCGAGTCACCATTTCCGTAGACACGTCCAAGAACCAGTTCTCCCTGAAGCTGAG 
CTCTGTGACCGCCGCAGACACGACTGTGTATTACTGTGCGAGACAGGGGTCTACTGTGGTTCGGGGAGTTTA 
CTACTACGGTATGGACGTCTGGGGCCAAGGGACCACGGTCACCGTCTCCTCAGCTAGC 
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<H-48-2 mm."I^M%X> (B351J#-5f 25) 

MDLMCKKMKHLWFFLLLVAAPRWVLSQLQLQESGPGLVKPSETLSLTCTV 
SGGSISSSSYYWGWVRQPPGKGLEWIGSffiYSGSTFYNPSLKSRVTISVDTS 
KNQFSLKLSSVTAADTTVYYCARQGSTWRGVYYYGMDVWGQGTTVTVSS 
AS 

<h-48-2 mm pj^m^> cmzmn 26) 

AGATCTCTCAGTTAGGACCCAGAGGGAACCATGGAAACCCCAGCGCAGCTTCTCTTCCTCCTGCTACTCTGG 
CTCCCACATACCACCGGAGAAATTGTGTTGACGCAGTCTCC.AGGCACCCTGTCTTTGTCTCCAGGGGAAAGA 
GCCACCCTCTCCTGCAGGGCCAGTCAGAGTGTTAGCAGCAGCTACTTAGCCTGGTACCAGCAGAAACCTGGC 
CAGGCTCCCAGGCTCCTCATCTATGGTGCATCCAGCAGGGCCACTGGCATCCCAGACAGGTTCAGTGGCAGT 
GGGTCTGGGACAGACTTCACTCTCACCATCAGCAGACTGGAGCCTGAAGATTTTGCAGTGTATTACTGTCAG 
CAGTATGGTAGCTCACCTCTGTACACTTTTGGCCAGGGGACCAAGCTGGAGATCAAACGTACG 



<h-48-2 mm ^s^nm> m&m^ 27) 

METPAQLLFLLLLWLPDTTGEIVLTQSPGTLSLSPGERATLSCRASQSVSSS 
YLAWYQQKPGQAPRLLIYGASSRATGIPDRFSGSGSGTDFTLTISRLEPEDF 
AVYYCQQYGSSPLYTFGQGTKLEIKRT 

nmmkommmi&j&u, mmmmA<D^^m^^2mu(Dry s -> ca) 

c7)T^-> (A) t485#@©^Tn> (G) ^IcftitS. /&BB#Ifc:43^ 
T, ailnJ^M«aiB^J#^-25©N*^^e.l52#@©irU > (S) ^K^^TrS) 
t), 153#@©T^^> (A) jteffi^ffilV^ h^o: 

7 (Signal P ver. 2) lz£fy, aSl©>-^^-;i/@2^J^SH^J#^250N^J; D 26 
#S©-feU> (S) STf^Sfl^tlfco ff®$tl7cSSlMfiH(DN*^|jf^J: 0, 
Mil©v'^^-;VgB^J^@H^J#^-25©N5N^J; D26#@©-feU > (S) 
^Jcfli#:©N^«12^J#-^25©27#@©^;P^5 > (Q) *Tf&£ H £#§8 
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is mmk(D mwtmi&j&fe. ib m # ^ 2 6 © 5 * ■& 3 1 # a © a^ e. « c s s atg 

y^I2^J«l^T, W^MTOIH^#^27©N^»6129#@©U (K) £ 

^J#^-27©N*^ck i9 20#@©^U >-> (G) SSTT&tK £M&#:©N*^3:@B^J 
#-S§27©21#B©^;i/^$ >m (E) £#>£&ofco 

( 2 ) 0304M#:jl^^cDNA^ n-->^i^^^^--^® 

/W:/U H — ^0304&^^tC J;oTiJ6, RNAjfitBfit^llSOGEN (ny^> 
y->ttS) ^ffi^T7°nha-;HcfV\ ^900fag©RNA£*jtMbfco 
300 jug © RNA ^ e> Oligotex™-dT30<Super> (SSjittS) £ «t X) 13 jag © 
polyA + RNA ^ # fc „ iBtl. fcpolyA + RNA Stfitbt SMART RACE cDNA 
Amplification Kit D->T7 >A-^ftS) £JBV*T. -^©^#©lft 
BMi:toT^n-->^,|^|iLT, irC^M Ik'?© Bl^M©cDNA£5i 
ttb^o H^fftfcte, WSbfcpolyA+RNAl.O/jg^^^^UT, ^feWS?^ 
Z>y 7 hT, h ^ > FcDNAo^^rfro fe 0 # £> tl /i cDNA & #IM £ b T\ t 

IgGlp. LflJE : hk-2) <t SMART RACE cDNA Amplification Kit#M©UMP 
y 0 ^-Y^- (^^LfccDNA©5'^^{c^®$ns*jl@H^Jfc:ffi^i^^;^-Urf^ 
^l^^K) ^7°H7"ty hit LPCR «fc § Hil U - r^WJ <h eJg£ 

T) ©*§*!£ ?T o 7c o PCRteU LA PCRfflTaq. DNA Polymerase T»§ 
TaKaRa LA Taq™ (SMififtS) ^JBLfco ^>^l/— hDNA^rl x LA 
PCR Buffer II(Mg 2+ plus), dNTP Mixture #400 pM (MWMm.) , — 
2g#0.2 pM, TaKaRa LA Taq 2.5 U/50 jil&^ty^^tC^Jn IT, ^ v=f-#t> 
>PCR (94°C 5 #^r/72°C 3 % 9 )V) ->94°C 5 70°C 10 # Ik 

XS72°C 3 # (51M ^94°C 5 f>\ 68°C 10 # Rtf, 72°C 3 # (20it 

^?)V) ) T^jSU/tio ^*SL7tPCRffM-tt, y-Jl/tt^TIolJRU/ctt, 
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T#n — x<^;i/«^3cKjTH|JKb, ;* >y*^ V^DNAlf hT?&£ 

QIAquick Gel Extraction Kit (^7y>ti) KlTffStbfc. Sff®LfcHV*3 
cfc LV Wr Jt Id ^ t/i T , ABI PRISM® 3700 DNA Analyzer ( Applied 
Bio systematic) ^^ffl bTDNA*M@B^J b 7t„ HVR^LV©^ 

^SlfritH, ^n^tlTA? n-r:>^?£^fflV^pGEM®-T Easy Vector System 

^^T^tJtfebfc. DNA^SSa^J^Jtofe^tciffiV^^^-f v — ©Ba^J (H 
il : Lit : hk-5^I^hk-6, $l£%GEM®-T Easy Vectorffl : SP6<hT7) 13 

8 Kl^Lfco HVi& tfLVCD g-PCRK )t © r« ~> — > X fl?#r i -y- ^ i7 n - 

0304*A#Lit©DNA££iM£b-G\ [SJLlI© U — SH^Ji: pT^M^ *yft 

© se> © fMPSHS^Mi ^# jn i~ § «fc 5 1~ ^if < >bfc7/^v-$j^T 

PCRTiiipibfco fflVsfc^^^V-ty S8 (C23LBCLMC23LBsi) 

SciijTr^4oobp©iifjt^iiiiJXb, ^ yy^y^m^^vNAmm^y m?&£>qia 

quick Gel Extraction Kit (^7£*>$U&S) tttlLfco f&75\ — 
^^>N5KG4-Val Lark (IDEC Pharmaceuticals, N5KG1 (US patent 6001358) 

©»^^-) iz^^xumuizmmmmBgi il b s iw im^ii^ito^ 

It, J&U >&fc®3£LTAlkaline Phosphatase co7i C75) (Sigii^t 
§D i:tIILfcIt, T^jn-x^;V«^»tDNAlSS^y M?^9kbli© 
DNA^rlHlJKL-fco ^tlS>20©iffjt^T4 DNA ligase ^^T7^f^ya> 
bt, ^IIfDH5aA,f AtTlf^fr^ffco N5KG4-Val Lark }C0304#L 
#:Lil©U— + *S^mWnXl£ntc.y°7 7.^ FDNA, N5KG4-0304L£3t 
^ b T# A »f it Jfa2©DNA^SMB^J b TDNAigSffi^'J f^^/^ 
££*8Sgbfco LT#e.nfeN5KG4-0304LfcHilpJ^fI^# ; &SA-r^fe 
*7°^X$ FDNA^MPSIiStNhe L RZS, Sal raHM^Ur U 
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I) yW'ik&fr-Dtcm, 9.3 kb©^^^-DNA^ffi©bfeo — £af*©H®l 
©7°7^5 FDNA^iS^LT, 0304#C#:Hiilj»{S^ © U — SB#I t W^f! 
^PCRT^ifigLfco iiipS©fefe©y^-r ^ — fey h (T0304Sal^D^T0304Nh 
e) ©1B^J£3I 8 t^bfco 

#Bn^PCR|ffjt^OViTff!iJI^^^Nhe It Sal IfC «k £^frM£frl^ 7 

CTCAACAACC ACATCTGTCC TCTAGAGAAA ACCCTGTGAG CACAGCTCCT CACCATGGAC 

TGGACCTGGA GGATCCTCTT CTTGGTGGCA GCAGCTACAA GTGCCCACTC CCAGGTGCAG 

CTGGTGCAGT CTGGGGCTGA GATGAAGAAG CCTGGGGCCT CAGTCAAGGT CTCCTGCAAG 

ACTTCTGGAT ACACCTTCAC CAATTATAAG ATCAACTGGG TGCGACAGGC CCCTGGACAA 

GGACTTGAGT GGATGGGATG GATGAACCCT GACACTGATA GCACAGGCTA TCCACAGAAG 

TTCCAGGGCA GAGTCACCAT GACCAGGAAC ACCTCCATAA GCACAGCCTA CATGGAGCTG 

AGCAGCCTGA GATCTGAGGA CACGGCCGTG TATTACTGTG CGAGATCCTA TGGTTCGGGG 

AGTTATTATA GAGACTATTA CTACGGTATG GACGTCTGGG GCCAAGGGAC CACGGTCACC 
GTCTCCTCA 



<0304MnJ^iM> (K^J#^29) 
MDWTWRILFL VAAATSAHSQ VQLVQSGAEM 
GQGLEWMGWM NPDTDSTGYP QKFQGRVTMT 
SGSYYRDYYY GMDVWGQGTT VTVSS 



KKPGASVKVS CKTSGYTFTN YKINWVRQAP 
RNTSISTAYM ELSSLRSEDT AVYYCARSYG 
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^30) 



<ommm^^mm> (mm 

GAGGAACTGC TCAGTTAGGA CCCAGAGGGA ACCATGGAAG CCCCAGCTCA GCTTCTCTTC 

CTCCTGCTAC TCTGGCTCCC AGATACCACC GGAGAAATTG TGTTGACACA GTCTCCAGCC 

ACCCTGTCTT TGTCTCCAGG GGAAAGAGCC ACCCTCTCCT GCAGGGCCAG TCAGAGTGTT 

AGCAGCTACT TAGCCTGGTA CCAACAGAAA CCTGGCCAGG CTCCCAGGCT CCTCATCTAT 

GATGCATCCA ACAGGGCCAC TGGCATCCCA GCCAGGTTCA GTGGCAGTGG GTCTGGGACA 

GACTTCACTC TCACCATCAG CAGCCTAGAG CCTGAAGATT TTGCAGTTTA TTACTGTCAG 
CAGCGTAGCA ACTGGCCGCT CACTTTCGGC GGAGGGACCA AGGTGGAGAT CAAACGA 



<o304Mi5j^i«> m&mmi) 

MEAPAQLLFL LLLWLPDTTG EIVLTQSPAT LSLSPGERAT LSCRASQSVS SYLAWYQQKP 
GQAPRLLIYD ASNRATGIPA RFSGSGSGTD FTLTISSLEP EDFAVYYCQQ RSNWPLTFGG 
GTKVEIKR 



#S©-fe'J> (S) mm$i~e-Z&Z>* mfR^mmf-mvy h^x7 (Signal P ve 
r. 2) Sli©>-^^;i/iH^J«E^J#-^29CON*^cfc 0 19S@ ©-feU > 

(Q) fc<D£5g-7L e>n^ D 

MDNA©#llR^M;£te:, iB^J#-^30CD5' £> 34#@ CDA^ 6«I3^^ATG 

nH>TSt), nI^M^«5 , 5N^^e.414#@©T^n> (A) ^TrTrfeS. 75 
ymSB^IJCfe^T, nT^M^«IB^J#-^310N*^^ 5> 127#@ CD U 5?> (K) £ 
it^-TSH^J^S'JV 7 h^acT (Signal P ver. 2) fcJ;{9, Um<Dz/# 

ir)vumumfmmi(Dmm^ *9 20#@©^>j v> (g) ^T^wj^n^o ^ 
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8 ^figDNAC^SlB^J 



N 
o 


7° 7tf~%t 


MM (5' to 3 ) 




13 


1 


IgGl 


TCTTGTCCACCTTGGTGTTGCTGGGCTTGTG 


31-mer 


36 


2 


hk-2 


GTTGAAGCTCTTTGTGACGGGCGAGC 


26-mer 


12 


3 


hh-4 


GGTGCCAGGGGGAAGACCGATGG 


23-mer 


9 


4 


hk-5 


AGGCACACAACAGAGGCAGTTCCAGATTTC 


30-mer 


37 


5 


hk-6 


TGGCGGGAAGATGAAGACAGATGGTG 


26-mer 


13 


6 


SP6 


GATTTAGGTGACACTATAG 


19-mer 


38 


7 


T7 


TAATACGACTCACTATAGGG 


20-mer 


39 


8 


C23LBCL 


ATCACAGATCTCTCACCATGGAAGCCCCAGCTCAG 
CTTCTC 


41-mer 


40 


9 


C23LBsi 


GGTGCAGCCACCGTACGTTTGATCTCCACCTTG 


33-mer 


41 


10 


T0304Sal 


GCGACTAAGTCGACACCATGGACTGGACCTGGAGG 
ATC 


38-mer 


42 


11 


T0304Nhe 


AGAGAGAGAGGCTAGCTGAGGAGACGGTGACC 


32-mer 


43 


12 


SEQU1783 


GGTACGTGAACCGTCAGATCGCCTGGA 


27-mer 


44 


13 


SEQU4618 


TCTATATAAGCAGAGCTGGGTACGTCC 


27-mer 


45 



(3) KMTRliri-Mfc^ ©cDNA^ U — ~>¥ 

/Wt/U F — VKMTRlMHS^3S^fcc±;-pT*66, RNAffitHK^ISOGEN (n 
>y#>^— >tS) §f ^T7°Dh3-;W:fi/\ ^900Mg©RNA£#jt§4b7t o 
^td, 300 ng©RNA^e>Oligotex™-dT30<Super> (^ffijg&^l) t^Dl3jag 
©polyA + RNA^#fe 0 # £ la7cpolyA + RNA^M^ £. LTSMART RACE cDNA 
Amplification Kit n — ^ # >/\° ~ — £fc®D ^CDffittvm 

#Ufeo A^ftJfcfei, 3ffi®b7cpolyA + RNA1.0 (ig^^tUt, fK¥S*!lJ: 
577- X h7 FcDNA-&J5&£fTofc„ §BrLfccDNA^i®tLT, t 

IgGlp. Lilffl : hk-2) t SMART RACE cDNA Amplification KitttJS©UMP 
^'f^- b fecDNA© 5'*^ ic f£® $ n § ^ilgB^'J f£ m n ft ft: ^ U ^ ^ 

^ i^^p F) ^y^i'v-t^ htixfffl upcR^cfc^Hfiu — ymmii 

f ) © if ifg £ fj o PCR , LA PCRJ3 Taq DNA Polymerase 
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TaKaRa LA Taq™ (Si@i£&8S) £Mb7i = ^ > 7° V— V DNA£ 1 x LA 
PCR Buffer II(Mg 2+ plus), dNTP Mixture i§- 400 uM (MrfeM&) , 7°^-f^ — 
2S=g-0.2 uMs TaKaRa LA Taq 2.5 U/50 ul^&igmfCI^Jn bT, $ y^&V 
>PCR (94°C 5 #^^72°C 3 # ->94°C 5 70°C 10 # R 

rK72°C 3 # (5it-T^Jl/) ^94°C 5 68°C 10 # 72°C 3 # (201t 

-Y^) ) tsiSbf:. JtUbfcPCRBirma, y — ;i/it^Ti§iiK b fcflL 

T #n-yyjl/«|»ttj-CIMIiKb, y >:/^ >£ffl bTr&^> 
QIAquick Gel Extraction Kit (^T^r>t±S) Ictlllfeo fSSL7cHV43 
J; tfLVBff FT Kl ^ ^ T , ABI PRISM ® 3700 DNA Analyzer (Applied 
Biosystems-ttfi) b TDNA^XSBKI b fe D HV&tfLVOJf 

"ISflrJtte, ^n^tlTA^ n — n >^&£J3 V^pGEM®-T Easy Vector System 

DNA^-Dt/i-C-T >+f— hDNA©^SI3^J£$?tf bTPCRg*©Siy- ^r>X 
»tr^*ii:b$^bfe 0 DNA^*ffi^®.CD T^KlJl ^fe^^-T T-CDga^J (H 
$1 : hh-4, LSI : hk-5^D?hk-6, ^^pGEM®-T Easy Vector^ : SP6<hT7) 

IZtfVTco I/LV© &-pCRmK'<Dm.m >- — > X J&flrSgJfc ch +h y ^7 

□ — " > ^ £ n ?I IS CO ^ d — > ODNA^SSB^J^? Wlt^ — b fc . 



<KMTIUS$lpJi£IM> 
GAGCTCTGAG AGAGGAGCCC 
CTGAACAGAG AGAACTCACC 
TAAAAGGTGT CCAGTGTGAG 
GGAGGTCCCT GAGACTCTCC 
GCTGGGTCCG CCAGGCTCCA 
GTGGTAGCAG ATACTACGCA 
CCAAGAACAC GCTGTATCTG 
ACTGTGCGAA AGAGAGCAGT 



(BB^J#-5f32) 
AGCCCTGGGA TTTTCAGGTG 
ATGGAGTTTG GGCTGAGCTG 
GTACAGCTGT TGGAGTCTGG 
TGTGCAGCCT CTGGATTCAC 
GGGAAGGGGC TGGAGTGGGT 
GACTCCGTGA AGGGCCGGTT 
CAAATGAACA GCCTGAGAGC 
GGCTGGTTCG GGGCCTTTGA 
65 



TTTTCATTTG GTGATCAGGA 
GCTTTTTCTT GTGGCTATTT 
GGGAGGCTTG GTACAGCCTG 
CTTTAGCAGC TATGCCATGA 
CTCAGCTATT AGTGGTAGTG 
CACCATCTCC AGAGACAATT 
CGAGGACACG GCCGTATATT 
CTACTGGGGC CAGGGAACCC 
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TGGTCACCGT CTCGTCA 
<KMTRim!I"f«»l> (SH^J#^33) 

MEFGLSWLFL VAILKGYQCE VQLLESGGGL VQPGRSLRLS CAASGFTFSS YAMSWVRQAP 
GKGLEWVSAI SGSGGSRYYA DSVKGRFTIS RDNSKNTLYL QMNSLRAEDT AVYYCAKESS 
GWFGAFDYWG QGTLVTVSS 

GATCTTAAAA GAGGTTCTTT CTCTGGGATG TGGCATGAGC AAAACTGACA AGTCAAGGCA 
GGAAGATGTC GCCATCACAA CTCATTGGGT TTCTGCTGCT CTGGGTTCCA GCCTCCAGGG 
GTGAAATTGT GCTGACTCAG TCTCCAGACT TTCAGTCTGT GACTCCAAAG GAGAAAGTCA 
CCATCACCTG CCGGGCCAGT CAGAGCATTG GTAGTAGCTT ACACTGGTAC CAGCAGAAAC 
CAGATCAGTC TCCAAAGCTC CTCATCAAGT ATGCTTCCCA GTCCTTCTCA GGGGTCCCCT 
CGAGGTTCAG TGGCAGTGGA TCTGGGACAG ATTTCACCCT CACCATCAAT AGCCTGGAAG 
CTGAAGATGC TGCAGCGTAT TACTGTCATC AGAGTAGTAG TTTACCGATC ACCTTCGGCC 
AAGGGACACG ACTGGAGATT AAACGA 

<KMTR1MpJ^M> (SHM#-^-35) 

MSPSQLIGFL LLWVPASRGE IVLTQSPDFQ SVTPKEKVTI TCRASQSIGS SLHWYQQKPD 
QSPKLLIKYA SQSFSGYPSR FSGSGSGTDF TLTINSLEAE DAAAYYCHQS SSLPITFGQG 
TRLEIKR 

mm.dM(Dmmm^^jt, mmmJ%M<D5' *>smM<DT7 : -> (a) 
mm-Tsfcz* ys.jwiMm\z&^x, nm^mnmzmzmmsm^mfr &139 

#a©izU> (S) MSTTSSo mfc^Mmmv 7 h^i7 (Signal P ve 
r. 2) lz£V, fiil©^^^-;i/iH^JS@H^J#^33©N*^ck D 19#@©^^t"^> 

(C) ^T<h^SO$nfco ^fa*©N5NS^SH^J#-^33©20#@©^;V^5 >M 

(E) Tfe5t)0t#^.&n§o 
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mBMkoimmmtfe&fe, m&m^uw 5k ^ & 66#@ ©a^ e> & c £ §atg 

3F>TSD, ^fCTO5'*^£443#@©y^-> (A) ^TTr^§ 0 
/MMB^jKl&^T, pT^fM^a@B^J#^-35©N7fe^^B126#@©U i/> (K) £ 
jte^K^ffiJiJV^ hr>3iT (Signal P ver. 2) \z£V), mffi<Dzs& 

i-jvmmum^mmbm^t^^ v i9#@©^u ->> cg) s-rtfi^nfc. j& 

f|i#:©N^^Ug3^J#^-35©20#g©^;^^$ >^ (E) T & § & © h^X 5 tl-S » 
Jlf* (ATCC CRL-9096) £ffl^7Co ff^aOS^©^ ^ — ©SAtexl/^ h ntf; 

3>\z£. vmnvtc* m^mm^^^-miixg^^mmm^mmtv, Bi 

o-Rad electrophoreter£fc^^T350V, 500|aF©^#Tr. 4xl0 6 M©CHO|fflM^3l 
iS^^afAb, 96well culture platefcM'ffib^. mM^Z ^ — ©HiRT-^J — 

mMmmzvr^ & Tif -3 /c o 

^Bi@*fflBaT?2b«)Coio205 (atcc No. ccl-222) iz^-t^mmm^ mm&&mi& 

bfe D 10% FCS$"a-^RPMI*iftTfiS*bTlifcColo205MIS ; £L 0X10 5 /ml©a* 

sd fc:^abfe„ 37°c, 5. QxmMjJxT-Tzmmmmvrc^ mmmmi (cho 

-3). H48 (CHO-3) £H?M£10, 100, 1000, lOOOOng/mlfdfc-S i 5 fdlOjtt 1/^7 

h?«jsio> looMg/mnc^^^'j iz, &*y^Mz\bii\'f'3n%-fc 0 ^#bfcA-r 

V^ai;Pfe^®bfe D ij4n>hn^bT, k Ma^ A TRAILS >/^® (R 
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&D SYSTEMS&S) ^HitJgh lOng/mlTffiffi > h n-jV<h LT. t 

hifCHSA^Sr^ffibfeo 37°C, 5. 0%^m#XTT48B#l 9 P lig^Ufcm, MTSfSH 
(Cell Titer 96 AQ UE0US Non-Radioactive Cell Proliferation Assay: ~fu^ 

&mmw(Di5mzmmmv, ^ ^ ; w - 2 o m r ^ -/jo l ^ „ £^3 

7°C, 5. 0%^m^JXTT2P#r B 1±f«Lfcm, ^S490nm (#,«S630nm) t?©® 
^S^^^nyiz-h'J-^- (1420 ARVO ^Jl^-^^JV^^yy^— : WALL AC 

M^^H 11a, 11 btdpfcT- Hill ate^trit MgG (r ) U tf 

u — ±)Vm$&W;MVX^t<z.^mWi(D^%k%:, 111b te-V^Jrtfc MgG(r) # 

0 1 1 aiD, fl^xM^Tfe^Ell (CHO-3) > H48 (CHO-3) te^^Oi^Tr 

-r ^ u h — v ©i«jh?i ^ Baa v Tctnfa t. nmo^mmmMmm^^T z. t a* 
* is » \z. m k> a n 5 © i: -r § - 

<t D, TRAIL-Rm^R2^^iJL-Tl/^,ffflIgfc:^H-r§^JcM-r«>^ 

IBaW^t 1 : -nJ5gDNA 
@B#l#-# 2 : -a^KDNA 
m^m^r 3 : -n^gDNA 
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@B^J#^t 4 : -en J5&DNA 
m^m^r 5 : &ffi)M 
mvm^ 6 : 0&DNA 
MH^iJ#^- 7 : -a s£DNA 
BB?iJ#^ 8 : HrfiScDNA 
1H^J#-^- 9 : -njajcDNA 
m^m^ 1 0 : -q-^cDNA 
@B«-S§ 1 1 : -nfiKDNA 
13^J#-^ 1 2 : ^j^DNA 
SB^iJS-^ 1 3 : i=rfi£DNA 
BB?!l#-% 1 4 : -a $cDNA 
ffi^iJ#^ 1 5 : -o^DNA 
m$m^ 3 6 : ^3 $cDNA 
BB^J#-^ 3 7 : i=rfi£DNA 
m^m^ 3 8 : £r£DNA 
m$m^ 3 9 : -a ^jcDNA 
lH^'J#-^4 0 : -q^DNA 
m$m^ 4 1 : ^joDNA 
B2#!## 4 2 : -a-JsKDNA 
@B^J#^- 4 3 : ^figDNA 
@3^ij#^-4 4 : l^DNA 
@B^J#-^4 5 : l=rfi£DNA 



PCT/JP02/04816 



69 



WO 02/094880 



PCT/JP02/04816 



it * © ig m 

2 . J^T© (a) - (c) fr£jlfc£n54>£:< t 1 °o<D&n&mT2>m$&M. 1 IB 

ic © k^x fet (omm #j »t jt „ 

(b) TRAIL-R1^^7xmRAIL~R2^^iiLTV^ t ME^IfflM^^#^^«$ 

(c) t H»ifflB£#§«£lffgL;^ 

3 . J^T© (a) ~ (c) <D?^X<D&n*&T&ffifo7Lttt(DmmmWi} ! ra 

(a) TRAIL-R1^^7X«TRAIL-R2^^iJLT^§«|ffl^fcT^ h-^X^If^T 

(b) TRAIL-R m IX/X«TRAIL-R2 ^^ig UTH5k h lE^tlfflJS fc: fc* & $ 

(c) k hflW*fflia«-$^If^L75:V^ 

4 . TRAIL-R2^«^^-r«>^TRAIL-Rl^HI§^L^l^lf 2 Xte 3 IBls© 

ifL#x^«©atg outfit. 

5 . TRAIL-R2fC|§'a L-TRAIL-RlfC feip -aT-SIf 5fc^ 2 X« 3 IB it ©JateXte: 

6. v^-^x/w H-victos^nst; ^n— ^-^ircfr^ 

feStt^fttS, 1 ~ 5 ©liTtl^^lB«c©^i#:X«-^CDll|gKJ|$ff 

it. 
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